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C<l (54) Title: ANTAGONISTS 

£5 (57) Abstract: Peptide sequences capable of binding to insulin and/or insulin-like growth factor receptors with either agonist or 
antagonist activity and identified from various peptide libraries are disclosed. This invention also identifies at least two different 
binding sites, which are present on insulin and insulin-like growth factor receptors, and which selectively bind the peptides of this 
invention. As agonists, the peptides of this invention may be useful for development as therapeutics to supplement or replace en- 
dogenous peptide hormones. The antagonist peptides may also be developed as therapeutics. 
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INSULIN AND IGF-1 RECEPTOR AGONISTS AND ANTAGONISTS 

This application is a continuation-in-part of U.S. Application Serial No. 
5 09/962,756 filed September 24, 2001 , which is a continuation-in-part of U.S. 
Application Serial No. 09/538,038 filed March 29, 2000, which is a 
continuation-in-part of U.S. Application Serial No. 09/146,127, filed 
September 2, 1998, all of which are incorporated herein by reference in their 
entirety. 

10 I. FIELD OF THE INVENTION 

This invention relates to the field of hormone receptor activation or 
inhibition. More specifically, this invention relates to the identification of 
molecular structures, especially peptides, which are capable of acting at 
either the insulin or insulin-like growth factor receptors as agonists or 
15 antagonists. Also related to this invention is the field of molecular modeling 
whereby useful molecular models are derived from known structures. 

II. BACKGROUND OF THE INVENTION 

Insulin is a potent metabolic and growth promoting hormone that acts 
on cells to stimulate glucose, protein, and lipid metabolism, as well as RNA 

20 and DNA synthesis. A well-known effect of insulin is the regulation of 
glucose levels in the body. This effect occurs predominantly in liver, fat, and 
muscle tissue. In the liver, insulin stimulates glucose incorporation into 
glycogen and inhibits the production of glucose. In muscle and fat tissue, 
insulin stimulates glucose uptake, storage, and metabolism. Defects in 

25 glucose utilization are very common in the population, giving rise to 
diabetes. 

Insulin initiates signal transduction in target cells by binding to a 
specific cell-surface receptor, the insulin receptor (IR). The binding leads to 
conformational changes in the extracellular domain of IR, which are 
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transmitted across the cell membrane and result in activation of the 
receptor's tyrosine kinase activity. This, in turn, leads to 
autophosphorylation of tyrosine kinase of IR, and the binding of soluble 
effector molecules that contain SH2 domains such as phophoinositol-3- 
5 kinase, Ras GTPase-activating protein, and phospholipase Cy to IR (Lee 
and Pilch, 1994, Am. J. Physiol. 266:C319-C334). 

Insulin-like growth factor 1 (IGF-1) is a small, single-chain protein 
(MW = 7,500 Da) that is involved in many aspects of tissue growth and 
repair. It is similar in size, sequence, and structure to insulin, but has 100- 

10 1,000-fold lower affinity for IR (Mynarcik et al., 1997, J. Biol. Chem. 
272:18650-18655). Although IGF-1 mRNA can be detected in many tissues, 
the majority of circulating IGF-1 is produced in the liver after stimulation by 
growth hormone (Butt et al., 1999, Immunol. Cell Biol. 77:256-262). 
Functionally, IGF-1 appears to act as a mitogen and as an anti-apoptotic 

1 5 factor for cells. 

Recent studies have analyzed the role of endogenous IGF-1 in 
various disease states. Several reports have shown that IGF-1 promotes 
the growth of normal and cancerous prostate cells both in vitro and in vivo 
(Angelloz-Nicoud and Binoux, 1995, Endocrinol. 136:5485-5492; Figueroa et 

20 al., 1995, J. Clin. Endocrinol. Metab. 80:3476-3482; Torring et al., 1997, J. 
Urol. 158:222-227). Elevated serum levels of IGF-1 have been shown to be 
associated with increased risks of prostate cancer, and may be an earlier 
predictor of onset than prostate-specific antigen (PSA; J.M. Chan et al., 
1998, Science 279:563-566). Serum levels of free IGF-1 are regulated by 

25 the presence of IGF binding proteins (IGFBP), which bind to IGF-1 and 
prevent its interaction with the IGF-1 R (reviewed in C.A. Conover, 1996, 
Endocr. J. 43S:S43-S48; Rajaram et al., 1997, Endocr. Rev. 18:801-831). 
PSA has been shown to be a protease that cleaves IGFBP-3, resulting in an 
increase of free IGF-1 in serum (P. Cohen et al., 1992, J. Clin. Endocrinol. 

30 Metab. 75:1046-1053; P. Cohen et al., 1994, J. Endocrinol. 142:407-415; H. 
Lilja, 1995, Scand. J. Clin. Lab. Invest. Suppl. 220:47-56). Consistent with 
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this finding, men with higher levels of circulating IGF-1 and lower levels of 
IGFBP-3 were found to be at higher risk for developing colorectal cancer (J. 
Ma et ai, 1999, J. Natl. Cancer Instil 91:620-625.). Recent studies have 
also shown a connection between IGF-1 levels and ovarian cancer. 
5 There also appears to be a relationship between high levels of IGF-1 

and/or IGF-1 R and breast cancer (L.C. Happerfield et ai, 1997, J. Pathol. 
183:412-417). A positive correlation was observed between circulating IGF- 
1 and breast cancer among pre-menopausal women (S.E. Hankinson et al., 
1998, Lancet 351:1393-1396). A poor prognosis for breast cancer patients 

10 was correlated to the expression of IGF-1 R positive and estrogen receptor 
(ER) negative cells (A.A. Butler et ai, 1998, Cancer Res. 58:3021-3027). 
Recently, investigators have identified hybrid IGF-1 R/IR receptors found in 
several breast cancer cell lines (G. Pandini et ai, 1999, Clin. Cancer Res. 
5:1935-1944; E.M. Bailyes et ai, 1997, Biochem. J. 327(Pt 1):209-215; see 

15 below). The data has suggested that these hybrids behave as functional 
IGF-1 Rs and may play a major role in IGF-1 signaling in breast cancer. 

Clinical studies have also investigated the use of recombinant human 
IGF-1 in the treatment of several diseases, including type I diabetes (Carroll 
et ai, 1997, Diabetes 46:1453-1458; Crowne et ai, 1998, Metabolism 

20 47:31-38), amyotropic lateral sclerosis (Lai et ai, 1997, Neurology 49:1621- 
1630), and diabetic motor neuropathy (Apfel and Kessler, 1996, CIBA 
Found. Symp. 196:98-108). Other potential therapeutic applications of IGF- 
1, such as osteoporosis (Canalis, 1997, Bone 21:215-216), immune 
modulation (Clark, 1997, Endocr. Rev. 18:157-179) and nephrotic syndrome 

25 (Feld and Hirshberg, 1996, Pediatr. Nephrol. 10:355-358) are also under 
investigation. Clearly, IGF-1 R activity is involved in many disease states, 
indicating that there are potential clinical applications for both IGF-1 agonists 
and antagonists. 

Both insulin and IGF-1 are expressed as precursor proteins 
30 comprising, among other regions, contiguous A, B, and C peptide regions, 
with the C peptide being an intervening peptide connecting the A and B 
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peptides. A mature insulin molecule is composed of the A and B chains 
connected by disulfide bonds, where the connecting C peptide has been 
removed during post-translational processing. IGF-1 retains its smaller C- 
peptide as well as a small D extension at the C-terminal end of the A chain, 
5 making the mature IGF-1 slightly larger than insulin (Blakesley, 1996). The 
C region of human IGF-1 appears to be required for high affinity binding to 
IGF-1 R (Pietrzkowski et al. 9 1992, Cancer Res. 52(23):6447-51). 
Specifically, tyrosine 31 located within this region appears to be essential for 
high affinity binding. Furthermore, deletion of the D domain of IGF-1 

10 increased the affinity of the mutant IGF-1 for binding to the IR, while 
decreasing its affinity for the IGF-1 R (Pietrzkowski et a/., 1992). A further 
distinction between the two hormones is that, unlike insulin, IGF-1 has very 
weak self-association and does not hexamerize (De Meyts, 1994). 

IGF-1 and insulin competitively cross-react with IGF-1 R and IR (L. 

15 Schaffer, 1994, Eur. J. Biochem. 221:1127-1132). Yet, despite 45% overall 
amino acid identity, insulin and IGF-1 bind only weakly to each other's 
receptor. The affinity of each peptide for the non-cognate receptor is about 
3 orders of magnitude lower than that for the cognate receptor (Mynarcik, et 
a/., 1997, J. Biol. Chem. 272:18650-18655). The differences in binding 

20 affinities may be partly explained by the differences in amino acids and 
unique domains which contribute to unique tertiary structures of ligands 
(Blakesley et a/., 1996, Cytokine Growth Factor Rev. 7(2):153-9). 

IGF-1 R and IR are related members of the tyrosine-kinase receptor 
superfamily of growth factor receptors. Another family member is insulin- 

25 related receptor (IRR), for which no natural ligand is known. Both IGF-1 R 
and IR are comprised of two a and two p subunits which form a disulfide- 
linked heterotetramer (p-a-a-p). These receptors have an extracellular 
ligand binding domain, a single transmembrane domain, and a cytoplasmic 
domain displaying the tyrosine kinase activity. The extracellular domain is 

30 composed of the entire a subunits and a portion of the N-terminus of the p 



WO 03/027246 PCT/US02/30412 



-5- 

subunits, while the intracellular portion of the p subunits contains the 
tyrosine kinase domain. In contrast to other tyrosine kinase receptors, IGF- 
1R, IR and IRR exist on the cell surface as disulphide-linked dimers and 
require domain rearrangements rather than receptor oligomerization for cell 
5 signaling (Adams et al., 2000, Cell. Mol. Life Sci. 57:1050-1093; Garrett et 
ai, 1998, Nature 394:395-399; Frasca era/., 1999, Mol. Cell Biol. 19: 3278- 
3288; De Meyts et ai, 1994, Hormone Res. 42:152-169). In addition, insulin 
and IGF-1 hemireceptors (comprising one a subunit and one p subunit) can 
heterodimerize to form IR/IGF-1R hybrids (M.A. Soos et al., 1990, Biochem. 

10 J. 270:383-390; J. Kasua et ai, 1993, Biochemistry 32:13531-13536; B.L. 
Seely et al., 1995, Endocrinology 136:1635-1641). 

In many cells, IR/IGF-1R hybrids are the most common receptor 
subtype (Bailyes et al., 1997, Biochem. J. 327(pt.1):209-215). The 
proportion of total IGF-1 R assembled into hybrids varies between 40% and 

15 60% in human tissues (M. Federici et ai, 1997, Mol. Cell. Endocrin. 
129(2):121-6). IR/IGF-1R hybrids are also overproduced in human cancer 
cells as a result of overexpression of IR and IGF-1 R (Pandini et al., 1999, 
Clin. Cancer Res. 5:1935-1944; A. Belfiore et al., 1999, Biochemie, 
81(4):403-7; V. Papa era/., 1990, J. Clin. Invest. 86:1503-1510; V. Papa et 

20 a/., 1993, Cancer Res. 53:3736-3740). In particular, increased levels of 
IR/IGF-1R hybrids have been observed in breast cancer cell lines and 
breast cancer tissue specimens (Pandini et al., 1999, Clin. Cancer Res. 
5:1935-1944). Similarly, high levels of IR/IGF-1R hybrids have been 
observed in thyroid cancer specimens and cell lines (A. Belfiore et al., 1999, 

25 Biochemie, 81(4):403-7). Functional studies have indicated that IR/IGF-1R 
hybrids are predominantly activated by IGF-1 (M.A. Soos et al., 1993, 
Biochem. J. 290(pt.2):4 19-426; AL. Frattali et al., 1993, J. Biol. Chem. 
268:7393-7400). Accordingly, it has been postulated that IR/IGF-1R hybrids 
provide additional binding sites for IGF-1, and thereby increase cell 

30 sensitivity to this factor (Bailyes et al., 1997, Biochem. J. 327(pt.1):209-215; 
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Pandini etal., 1999, Clin. Cancer Res. 5:1935-1944; A. Belfiore et al., 1999, 
Biochemie, 81 (4):403-7). 

IR is a glycoprotein having molecular weight of 350-400 kDa 

(depending of the level of glycosylation). It is synthesized as a single 

5 polypeptide chain and proteolytically cleaved to yield a disulfide-linked 

monomer a-p insulin receptor. Two a-p monomers are linked by disulfide 

bonds between the a-subunits to form a dimeric form of the receptor (p-ot-a- 

P-type configuration). The a subunit is comprised of 723 amino acids, and it 

can be divided into two large homologous domains, L1 (amino acids 1-155) 

10 and L2 (amino acids 313-468), separated by a cysteine-rich region (amino 
acids 156-312) (Ward et al., 1995, Prot. Struct. Fund. Genet. 22:141-153). 
Many determinants of insulin binding seem to reside in the a-subunit. The 
p-subunit of IR has 620 amino acid residues and three domains: 
extracellular, transmembrane, and cytosolic. The extracellular domain is 

15 linked by disulfide bridges to the a-subunit. The cytosolic domain includes 
the tyrosine kinase domain, the three-dimensional structure of which has 
been solved (Hubbard et al., 1994, Nature 372:746-754). A unique feature 
of IR is that it is dimeric in the absence of ligand. 

To aid in drug discovery efforts, a soluble form of a membrane-bound 

20 receptor was constructed by replacing the transmembrane domain and the 
intracellular domain of IR with constant domains from immunoglobulin Fc or 
X subunits (Bass et al., 1996, J. Biol. Chem. 271:19367-19375). The 
recombinant gene was expressed in human embryonic kidney 293 cells. 
The expressed protein was a fully processed heterotetramer and the ability 

25 to bind insulin was similar to that of the full-length holoreceptor. 

IGF-1R is synthesized as a 180 kDa precursor which is glycosylated, 
dimerized and proteolytically processed to yield mature receptor (T.E. 
Adams et al., 2000, Cell. Mol. Life Sci., 57:1050-1093, 2000). The mature 
receptor/complex consists of two extracellular a-subunits and two 

30 transmembrane p-subunits having tyrosine kinase activity. IGF-1R is 
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expressed in almost all normal adult tissue except for liver, which is itself the 
major site of IGF-1 production (Butt ef a/., 1999, Immunol. Cell Biol. 77:256- 
262). A variety of signaling pathways are activated following binding of IGF- 
1 to the IGF-1 R, including Src and ras, as well as downstream pathways, 
5 such as the MAP kinase cascade and the PI3K/AKT axis (Chow ef a/., 1998, 
J. Biol. Chem. 273:4672-4680). 

The sequence of I R is highly homologous to the sequence of IGF-1 R, 
indicating that the three-dimensional structures of both receptors may be 
similar. The a-subunits, which contain the ligand binding region of IR and 

10 IGF-1 R, exhibit between 47-67% overall amino acid identity. Three general 
domains, termed L1, cysteine-rich, and L2, have been reported for both 
receptors from sequence analysis of the a subunits. The cysteine residues 
in the cysteine-rich region are highly conserved between the two receptors; 
however, the cysteine-rich regions share only 48% overall amino acid 

15 identity. Notably, the crystal structure of the first three domains of IGF-1 R 
has been determined (Garrett et a/., 1998, Nature 394:395-399). The L 
domains consist of a single-stranded right-handed p-helix (a helical 
arrangement of p-strands), while the cysteine-rich region is composed of 
eight disulfide-bonded modules. 

20 While similar in structure, IGF-1 R and IR serve different physiological 

functions. IR is primarily involved in metabolic functions whereas IGF-1 R 
mediates growth and differentiation. Consistent with this, ablation of IGF-1 
(i.e., in IGF-1 knock-out mice) results in embryonic growth deficiency, 
impaired postnatal growth, and infertility. In addition, IGF-1 R knock-out 

25 mice were only 45% of normal size and died of respiratory failure at birth 
(Liu et a/., 1993, Cell 75:59-72). However, both insulin and IGF-1 can 
induce both mitogenic and metabolic effects. Whether each ligand elicits 
both activities via its own receptor, or whether insulin exerts its mitogenic 
effects through its weak affinity binding to IGF-1 R, and IGF-1 its metabolic 
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effects through IR, remains controversial (De Meyts, 1994, Horm. Res. 
42:152-169). 

Also, despite the similarities observed between these two receptors, 
the role of the domains in specific ligand binding are distinct. Through 
5 chimeric receptor studies, (domain swapping of the IR and IGF-1R ct- 
subunits), researchers have reported that the sites of interaction of the 
ligands with their specific receptors differ (T. Kjeldsen et a/., 1991, Proc. 
Natl. Acad. Sci. USA 88:4404-4408; A.S. Andersen et a/., 1992, J. Biol. 
Chem. 267:13681-13686). For example, the cysteine-rich domain of the 

10 IGF-1R was determined to be essential for high-affinity IGF binding, but not 
insulin binding. When amino acids 191-290 of IGF-1R region was 
introduced into the corresponding region of the IR (amino acids 198-300), 
the modified IR bound both IGF-1 and insulin with high affinity. Conversely, 
when the corresponding region of the IR was introduced into the IGF-1 R, the 

15 modified IGF-1 R bound to IR but not IGF-1. 

A further distinction between the binding regions of the IR and IGF- 
1R is their differing dependence on the N-terminal and C-terminal regions. 
Both the N-terminal and C-terminal regions (located within the putative L1 
and L2 domains) of the IR are important for high-affinity insulin binding but 

20 appear to have little effect on IGF-1 binding for either IR or IGF-1 R. 
Replacing residues in the N-terminus of IGF-1 R (amino acids 1-62) with the 
corresponding residues of IR (amino acids 1-68) confers insulin-binding 
ability on IGF-1 R. Within this region, residues Phe-39, Arg-41 and Pro-42 
are reported as major contributors to the interaction with insulin (Williams et 

25 a/., 1995). When these residues are introduced into the equivalent site of 
IGF-1 R, the affinity for insulin is markedly increased, whereas, substitution 
of these residues by alanine in IR results in markedly decreased insulin 
affinity. Similarly, the region between amino acids 704-717 of the C- 
terminus of IR has been shown to play a major role in insulin specificity. 

30 Substitution of these residues with alanine also disrupts insulin binding 
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(Mynarcik et a/., 1996, J. Biol. Chem. 271(5):2439-42; C. Kristensen et a/., 
1999, J. Biol. Chem. 274(52):37351 -37356). 

Alanine scans of IR and IGF-1R suggest that insulin and IGF-1 may 
use some common contacts to bind to IGF-1 R but that those contacts differ 
5 from those that insulin utilizes to bind to IR (Mynarcik et a/. t 1997). Hence, 
the data in the literature has led one commentator to state that even though 
"the binding interfaces for insulin and IGF-1 on their respective receptors 
may be homologous within this interface the side chains which make actual 
contact and determine specificity may be quite different between the two 

10 ligand-receptor systems" (De Meyts, 1994). 

Based on data for binding of insulin and insulin analogs to various 
insulin receptor constructs, a binding model has been proposed. This model 
shows insulin receptor with two insulin binding sites that are positioned on 
two different surfaces of the receptor molecule, such that each alpha-subunit 

15 is involved in insulin binding. In this way, activation of the insulin receptor is 
believed to involve cross-connection of the alpha-subunits by insulin. A 
similar mechanism may operate for IGF-1 R, but one of the receptor binding 
interactions appears to be different (Schaffer, 1994, Eur. J. Biochem. 
221:1127-1132). 

20 The identification of molecular structures having a high degree of 

specificity for one or the other receptor is important to developing efficacious 
and safe therapeutics. For example, a molecule developed as an insulin 
agonist should have little or no IGF-1 activity in order to avoid the mitogenic 
activity of IGF-1 and a potential for facilitating neoplastic growth. It is 

25 therefore important to determine whether insulin and IGF-1 share common 
three-dimensional structures but which have sufficient differences to confer 
selectivity for their respective receptors. Similarly, it would be desirable to 
identify other molecular structures that mimic the active binding regions of 
insulin and/or IGF-1 and which impart selective agonist or antagonist 

30 activity. 
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Although certain proteins are important drugs, their use as 
therapeutics presents several difficult problems, including the high cost of 
production and formulation, administration usually via injection and limited 
stability in the bloodstream. Therefore, replacing proteins, including insulin 
5 or IGF-1 , with small molecular weight drugs has received much attention. 
However, to date, none of these efforts has resulted in finding an effective 
drug replacement. 

Peptides mimicking functions of protein hormones have been 
previously reported. Yanofsky et al. (1996, Proc. Natl. Acad. Sci USA 
10 93:7381-7386) reported the isolation of a monomer antagonistic to IL-1 with 
nanomolar affinity for the IL-1 receptor. This effort required construction and 
use of many phage displayed peptide libraries and sophisticated phage- 
panning procedures. 

Wrighton et al. (1996, Science 273:458-464) and Livnah et al. (1996, 
1 5 Science 273:464-471 ) reported dimer peptides that bind to the erythropoietin 
(EPO) receptor with full agonistic activity in vivo. These peptides are 
cyclical and have intra-peptide disulfide bonds; like the IL-1 receptor 
antagonist, they show no significant sequence identity to the natural ligand. 
Importantly, X-ray crystallography revealed that it was the spontaneous 
20 formation of non-covalent peptide homodimer peptides that enabled the 
dimerization two EPO receptors. 

WO 96/04557 reported the identification of peptides and antibodies 
that bound to active sites of biological targets, which were subsequently 
used in competition assays to identify small molecules that acted as agonist 
25 or antagonists at the biological targets. Renchler et al. (1994, Proc. Natl. 
Acad. Sci. USA 91:3623-3627) reported synthetic peptide ligands of the 
antigen binding receptor that induced programmed cell death in human B- 
cell lymphoma. 

Most recently, Cwirla et al. (1997, Science 276:1696-1698) reported 
30 the identification of two families of peptides that bound to the human 
thrombopoietin (TPO) receptor and were competed by the binding of the 
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natural TPO ligand. The peptide with the highest affinity, when dimerized by 
chemical means proved to be as potent an in vivo agonist as TPO, the 
natural ligand. 

Hi. SUMMARY OF THE INVENTION 

5 This invention relates to the identification of amino acid sequences 

that specifically recognize sites involved in IR or IGF-1R activation. Specific 
amino acid sequences are identified and their agonist or antagonist activity 
at IR and/or IGF-1R has been determined. Such sequences may be 
developed as potential therapeutics or as lead compounds to develop other 

10 more efficacious ones. In addition, these sequences may be used in high- 
throughput screens to identify and provide information on small molecules 
that bind at these sites and mimic or antagonize the functions of insulin or 
IGF-1. Furthermore, the peptide sequences provided by this invention can 
be used to design secondary peptide libraries, which can be used to identify 

15 sequence variants that increase or otherwise modulate the binding and/or 
activity of the original peptide at IR or IGF-1 R. The peptide sequences of 
the invention can also be combined to make dimer or other multimeric 
peptides, which can be used for screening, diagnostic, and thereapeutic 
applications as described herein. 

20 In one aspect of this invention, large numbers of peptides have been 

screened for their IR and IGF-1 R binding and activity characteristics. 
Analysis of their amino acid sequences has identified certain consensus 
sequences which may be used themselves or as core sequences in larger 
amino acid sequences conferring upon them agonist or antagonist activity. 

25 Several generic amino acid sequences are disclosed which bind IR and/or 
IGF-1 R with varying degrees of agonist or antagonist activity depending on 
the specific sequence of the various peptides identified within each motif 
group. Also provided are amino or carboxyl terminal extensions capable of 
modifying the affinity and/or pharmacological activity of the consensus 

30 sequences when part of a larger amino acid sequence. Further provided 
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are peptides containing more than one consensus sequence (e.g., dimer 
peptides). 

The amino acid sequences of this invention which bind IR and/or IGF- 
1R include: 

5 a. X 2 X 3 X4 X 5 wherein X 1t X 2f X4 and X 5 are aromatic amino 

acids, and X 3 is any polar amino acid (Formula 1; Group 1; A6 motif); 

b. XeX/XaXgXioXn X12X13 wherein X 6 and X 7 are aromatic 
amino acids, Xq, X 9 , Xn and X 12 are any amino acid, and X 10 and X 13 are 
hydrophobic amino acids (Formula 2; Group 3; B6 motif); 
10 c. X 14 X 15 X 16 X17 Xie X 19 X 2 o X21 wherein X14, and X17 are 

hydrophobic amino acids, X 15 , X 16 , X 18 and X i9 are any amino acid, and X 2 o 
and X 2 i are aromatic amino acids (Formula 3; reverse B6; revB6). 

d. X 22 X 2 3 X 2 4 X 2 5 X 2 6 X 2 7 X 2 8 X 2 9 X30 X31 X3 2 X33 X34 X 3 5 X36 X37 X 3 8 

X39 X40 >Ui wherein X 22 , X 2 s, X 2 e, X 29 , X 30 , X 33 , X34, X 35> X 36 , X 37 , X 38 , X40, and 
15 X41 are any amino acid, X35 and X 37 may be any amino acid for binding to 
IR, whereas X 35 is preferably a hydrophobic amino acid and X 37 is preferably 
glycine for binding to IGF-1R and possess agonist or antagonist activity. X23 
and X 2 6 are hydrophobic amino acids. This sequence further comprises at 
least two cysteine residues, preferably at X 2 5 and X40 X 31 and X 32 are small 
20 amino acids (Formula 4; Group 7; E8 motif). 

e. X42 X43 X44 X45 X46 X47 X48 X49 X50 X51 X52 Xs 3 X54 X55 X56 X57 X58 
X5 9 X 6 o X 6 i wherein X42, X43, X44, X45, X 53 , X 55 , X 56 , X 58 , X 6 o and X 6 i may be 
any amino acid, X4 3> X46, X49, X 50 , X54 are hydrophobic amino acids, X47 and 
X 59 are preferably cysteines, X48 is a polar amino acid, and X51, X 52 and X 57 

25 are small amino acids (Formula 5; mini F8 motif). 

f. X62 X63 X64 X65 X66 X67 X68 X6 9 X70 X71 X72 X7 3 X74 X75 X76 X77 X78 

X7 9 xso X 8 i wherein X 62 , X 6 5, X68, X 69 , X71, X 73 , X 7 6, X77, X 78 , Xeo, and X 8 i may 
be any amino acid; X 63 , X 7 o, X74 are hydrophobic amino acids; X64 is a polar 
amino acid, X 6 7 and X75 are aromatic amino acids and X72 and X 79 are 
30 preferably cysteines capable of forming a loop (Formula 6; Group 2; D8 
motif). 
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g. H X82 Xs3 X84 Xse Xqs Xs9 Xgo X91 X92 wherein Xq2 is 
proline or alanine, Xs3 is a small amino acid, X34 is selected from leucine, 
serine or threonine, Xas is a polar amino acid, Xe6, Xsa, Xag and X90 are any 
amino acid, and Xe7, X91 and X 92 are an aliphatic amino acid (Formula 7). 
5 h. X104 X105 X106 X107 Xios X109 Xno X111 X112 X113 X114 wherein at 

least one of the amino acids of X106 through X 111( and preferably two, are 
tryptophan separated by three amino acids, and wherein at least one of X104, 
X105 and X106 and at least one of Xn 2 , Xn 3 and Xn 4 are cysteine (Formula 
8); and 

10 i. an amino acid sequence comprising the sequence JBA5: 

DYKDLCQSWGVRIGWLAGLCPKK (SEQ ID NO:1541) or JBA5 minus 
FLAG® tag and terminal lysines: LCQSWGVRIGWLAGLCP (SEQ ID 
NO: 1542) (Formula 9). 

j. W X 123 G Y X124 W Xi 25 X 12 6 (SEQ ID NO: 1543) wherein X 123 is 

15 selected from proline, glycine, serine, arginine, alanine or leucine, but more 
preferably proline; X 124 is any amino acid, but preferably a charged or 
aromatic amino acid; X125 is a hydrophobic amino acid preferably leucine or 
phenylalanine, and most preferably leucine. X126 is any amino acid, but 
preferably a small amino acid (Formula 10; Group 6 motif). 

20 In one embodiment, peptides comprising a preferred amino acid 

sequence FYX 3 WF (SEQ ID NO:1544) (Formula 1; Group 1; A6 motif) have 
been identified which competitively bind to sites on IR. Surprisingly, 
peptides comprising an amino acid sequence FYX3 WF (SEQ ID NO:1544) 
can possess agonist or antagonist activity at IR or IGF-1 R. 

25 This invention also identifies at least two distinct binding sites on IR 

and IGF-1 R (Site 1 and Site 2) based on the differing ability of certain of the 
peptides to compete with one another and ligand for binding to IR or IGF- 
1R. Accordingly, this invention provides amino acid sequences that bind 
specifically to one or both sites of IR or IGF-1 R. Furthermore, specific 

30 amino acid sequences are provided which have agonist or antagonist 



WO 03/027246 PCT/US02/30412 



-14- 

characteristics based on their ability to bind to the specific sites of I R or IGF- 
1R. 

In another embodiment of this invention, amino acid sequences which 
bind to one or more sites of IR or IGF-1R (e.g., Site 1 or Site 2) are 
5 covalently linked together to form multivalent ligands. These multivalent 
ligands are capable of forming complexes with a plurality of IR or IGF-1 R. 
Either the same or different amino acid sequences are covalently bound 
together to form homo- or heterocomplexes. 

In various aspects of the invention, monomer subunits are covalently 

10 linked at their N-termini or C-termini to form N-N, C-C, N-C, or C-N linked 
dimer peptides. In one example, dimer peptides are used to form receptor 
complexes bound through the same corresponding sites, e.g., Site 1-Site 1 
or Site 2-Site 2 dimers. Alternatively, heterodimer peptides are used to bind 
to different sites on one receptor or to cause receptor complexing through 

15 different sites, e.g., Site 1-Site 2 or Site 2-Site 1 dimers. In one novel aspect 
of the invention, Site 2-Site 1 dimers find use as insulin agonists, while 
certain Site 1-Site 2 dimers find use as insulin antagonists. 

In various embodiments, insulin agonists comprise Site 1-Site 1 dimer 
peptide sequences S325, S332, S333, S335, S337, S353, S374-S376, 

20 S378, S379, S381, S414, S415, and S418; whereas other insulin agonists 
comprise Site 2-Site 1 dimer peptide sequences S455, S457, S458, S467, 
S468, S471, S499, S510, S518, S519, and S520, as described herein 
below. In one preferred embodiment, an insulin agonist comprises the 
sequence of the S519 dimer peptide, which shows insulin-like activity in both 

25 in vitro and in vivo assays. 

The present invention also provides assays for identifying compounds 
that mimic the binding characteristics of insulin or IGF-1. Such compounds 
may act as antagonists or agonists of insulin or IGF-1 function in cell based 
assays. 
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This invention further provides kits for identifying compounds that 
bind to IR and/or IGF-1R. Also provided are therapeutic compounds that 
bind the insulin receptor or the IGF-1 receptor. 

Other embodiments of this invention are the nucleic acid sequences 
5 encoding the amino acid sequences of the invention. Also within the scope 
of this invention are vectors containing the nucleic acids and host cells 
which express the nucleic acids encoding the amino acid sequences which 
bind at IR and/or IGF-1 R and possess agonist or antagonist activity. 

This invention also provides amino acid sequences that bind to active 
10 sites of IR and/or IGF-1 R and to identify structural criteria for conferring 
agonist or antagonist activity at I R or IGF-1 R. 

This invention further provides specific amino acid sequences that 
possess agonist, partial agonist, or antagonist activity at either IR or IGF-1 R. 
Such amino acid sequences are potentially useful as therapeutics 
15 themselves or may be used to identify other molecules, especially small 
organic molecules, which possess agonist or antagonist activity at IR or IGF- 
1R. 

In addition, the present invention provides structural information 
derived from the amino acid sequences of this invention, which may be used 
20 to construct other molecules possessing the desired activity at the relevant 
IR binding site. 

IV. BRIEF DESCRIPTION OF THE DRAWINGS 

Figures 1A-10; 2A-2E; 3A-3E; 4A-4I; 43A-43B, 44A-44B: Amino acid 
sequences identified by panning peptide libraries against IGF-1 R and/or IR. 

25 The amino acids are represented by their one-letter abbreviation. The ratios 
over background are determined by dividing the signal at 405 nm (E-Tag, 
IGF-1 R, or IR) by the signal at 405 nm for non-fat milk. The IGF-1 R/IR Ratio 
Comparison is determined by dividing the ratio of IGF-1 R by the ratio of IR. 
The IR/IGF-1R Ratio Comparison is determined by dividing the ratio of IR by 

30 the ratio of IGF-1 R. HIT indicates binder; CAND indicates binder candidate; 
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LDH indicates binding to lactate dehydrogenase (negative control); Sp/lrr 
indicates the ratio of specific binding over non-specific binding. 

The design of each library is shown in the first line in bold. In the 
design, symbol 'X' indicates a random position, an underlined amino acid 
5 indicates a doped position at the nucleotide level, and other positions are 
held constant. Additional abbreviations in the B6H library are: 'O' indicates 
an NGY codon where Y is C or T; 'J 1 indicates an RHR codon where R is A 
or G, and H is A, C, or T; and 'IT indicates an WY codon where V is A, C, or 
G, and Y is C or T. The , h l in the 20E2 libraries indicates an NTN codon. 
10 Symbols in the listed sequences include: Q indicates a position 

corresponding to a TAG stop codon; # indicates a position corresponding to 
a TAA stop codon; * indicates a position corresponding to a TGA stop 
codon; and ? indicates an unknown amino acid. It is believed that a W 
replaces the TGA stop codon when expressed. The Q residues represent 
15 translation read-through at TAG stop codons. Except for the 20C and A6L 
libraries, all libraries are designed with the short FLAG® epitope DYKD 
(SEQ ID NO:1545; Hopp et a/., 1988, Bio/Technology 6:1205-1210) at the 
N-terminus of the listed sequence and AAAGAP (SEQ ID NO:1546) at the 
C-terminus. The 20C and A6L libraries have the full length FLAG® epitope 
20 DYKDDDDK (SEQ ID NO:1547). 

Figure 1A: Formula 1 motif peptide sequences obtained from a 
random 40mer library panned against IR (SEQ ID NOS:1-3). 

Figure 1B: Formula 1 motif peptide sequence obtained from a 
random 40mer library panned against IGF-1R (SEQ ID NOS:4-6). 
25 Figure 1C: Formula 1 motif peptide sequences obtained from a 

random 20mer library panned against IR (SEQ ID NOS:7-29). 

Figure 1D: Formula 1 motif peptide sequences obtained from a 
random 20mer library panned against IGF-1R (SEQ ID NOS:30-33). 

Figure 1E: Formula 1 motif peptide sequences obtained from a 
30 21mer library constructed to contain X^oNFYDWFVX^i (SEQ ID NO:34; 
also referred to as "A6S") panned against IR (SEQ ID NOS:35-98). 
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Figure 1 F: Formula 1 motif peptide sequences obtained from a 
21mer library constructed to contain Xi.i 0 NFYDWFVX 18 . 2 i (SEQ ID NO:34; 
also referred to as "A6S") panned against IGF-1R (SEQ ID NOS:99-166). 

Figure 1G: Formula 1 motif peptide sequences obtained from a 
5 library constructed to contain variations outside the consensus core of the 
A6 peptide as indicated (referred to as "A6L" (SEQ ID NO:167)) panned 
against IR (SEQ ID NOS:168-216). 

Figure 1 H: Formula 1 motif peptide sequences obtained from a 
library constructed to contain variations outside the consensus core of the 
10 A6 peptide as indicated (referred to as "A6L" (SEQ ID NO:167)) panned 
against IGF-1R (SEQ ID NOS:21 7-244). 

Figure 11: Formula 1 motif peptide sequences obtained from a 
library constructed to contain variations in the consensus core of the E4D 
peptide (SEQ ID NO:245) (as indicated) panned against IR (SEQ ID 
15 NOS:246-305). 

Figure 1J: Formula 1 motif peptide sequences obtained from a 
library constructed to contain variations in the consensus core of the E4D 
peptide (SEQ ID NO:245) (as indicated) panned against IGF-1R (SEQ ID 
NOS:306-342). 

20 Figure 1K: Formula 1 motif peptide sequences obtained from a 

library constructed using the sequence Xi. 6 FHENFYDWFVRQVSX 2 i-26 
(SEQ ID NO:343; H2C-A) panned against IR (SEQ ID NOS:344-430). 

Figure 1L: Formula 1 motif peptide sequences obtained from a 
library constructed using the sequence X1-6FHENFYDWFVRQVSX21-26 
25 (SEQ ID NO:343; H2C-A) panned against IGF-1R (SEQ ID NOS:431-467). 

Figure 1M: Formula 1 motif peptide sequences obtained from a 
library constructed using the sequence Xi_6FHXXFYXWFXie-2i (SEQ ID 
NO:468; H2C-B) and panned against IR (SEQ ID NOS:469-575). 

Figure 1N: Formula 1 motif peptide sequences obtained from a 
30 library constructed using the sequence X1 .6FHXXFYX WFX1 6-21 (SEQ ID 
NO:468; H2C-B) and panned against IGF-1R (SEQ ID NOS:576-657). 
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Figure 10: Formula 1 motif peptide sequences obtained from other 
libraries panned against IR (SEQ ID NOS:658-712). 

Figure 2A: Formula 4 motif peptide sequences identified from a 
random 20mer library panned against IR (SEQ ID NO:713). 
5 Figure 2B: Formula 4 motif peptide sequences identified from a 

library constructed to contain variations in the F8 peptide (SEQ ID NO:713) 
as indicated (15% dope; referred to as "F815") panned against IR (SEQ ID 
NOS:714-796). 

Figure 2C: Formula 4 motif peptide sequences identified from a 
10 library constructed to contain variations in the F8 peptide (SEQ ID NO:713) 
as indicated (15% dope; referred to as "F815") panned against IGF-1R 
(SEQ ID NOS:797-811). 

Figure 2D: Formula 4 motif peptide sequences identified from a 
library constructed to contain variations in the F8 peptide (SEQ ID 
15 NO:713)as indicated (20% dope; referred to as "F820") panned against IR 
(SEQ ID NOS:812-861). 

Figure 2E: Formula 4 motif peptide sequences identified from other 
libraries panned against IR (SEQ ID NOS:862-925). 

Figure 3A: Formula 6 motif peptide sequences identified from a 
20 random 20mer library and panned against IR (SEQ ID NOS:926-928). 

Figure 3B: Formula 6 motif peptide sequences identified from a 
library constructed to contain variations in the D8 peptide (SEQ ID NO:929) 
as indicated (15% dope; referred to as "D815") panned against IR (SEQ ID 
NOS:930-967). 

25 Figure 3C: Formula 6 motif peptide sequences identified from a 

library constructed to contain variations in the D8 peptide (SEQ ID NO:929) 
as indicated (20% dope; referred to as "D820") panned against IR (SEQ ID 
NOS:968-1010). 

Figure 3D: Formula 6 motif peptide sequences identified from a 
30 library constructed to contain variations in the D8 peptide (SEQ ID NO:929) 
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as indicated (20% dope; referred to as "D820") panned against IGF-1R 
(SEQ ID NOS:101 1-1059). 

Figure 3E: Formula 6 motif peptide sequences identified from other 
libraries panned against IR (SEQ ID NOS:1060-1061). 
5 Figure 4A: Formula 10 motif peptide sequences identified from 

random 20mer libraries panned against IGF-1R (SEQ ID NOS:1 062-1 077). 

Figure 4B: Formula 10 motif peptide sequences identified from 
random 20mer libraries panned against IR (SEQ ID NOS: 1078-1 082). 

Figure 4C: Miscellaneous peptide sequences identified from a 
10 random 20mer library panned against IR (SEQ ID NOS: 1083-1 086). 

Figure 4D: Miscellaneous peptide sequences identified from a 
random 40mer library panned against IR (SEQ ID NOS: 1087-1 088). 

Figure 4E: Miscellaneous peptide sequences identified from a 
random 20mer library panned against IGF-1R (SEQ ID NOS:1089-1092). 
15 Figure 4F: Miscellaneous peptide sequences identified from an X1-4 

C X6-20 library and panned against IGF-1R (SEQ ID NOS:1093-1113). 

Figure 4G: Miscellaneous peptide sequences identified from a 
library constructed to contain variations of the F8 peptide(SEQ ID NO:1114) 
as indicated (F815) panned against IGF-1R (SEQ ID NOS:1 115-1 118). 
20 Figure 4H: Miscellaneous peptide sequences identified from a 

library constructed to contain variations in the F8A11 peptide(SEQ ID 
NO:1119) as indicated (referred to as "NNKH") panned against IR (SEQ ID 
NOS:1 120-1 142). 

Figure 41: Miscellaneous peptide sequences identified from a 
25 library constructed to contain variations in the F8A11 peptide(SEQ ID 
NO:1119) as indicated (referred to as "NNKH") panned against IGF-1R 
(SEQ ID NOS:1 143-1 154). 

Figure 5A: Summary of specific representative amino acid 
sequences from Formulas 1, 4, 6, and 10 (SEQ ID NOS: 1 155-1 180). 
30 Figure 5B: Summary of specific representative amino acid 

sequences from Formulas 1, 4, 6, and 10 (SEQ ID NOS: 1 181-1220). 
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Figure 6: Illustration of 2 binding site domains on IR based on 
competition data. 

Figure 7: Schematic illustration of potential binding schemes to 
the multiple binding sites on IR. 
5 Figure 8: Biopanning results and sequence alignments of Group 

1 of IR-binding peptides (SEQ ID NOS:1221-1243). The number of 
sequences found is indicated on the right side of the figure together with 
data on the phage binding to either IR or IGF-1R receptor. Absorbance 
signals are indicated by: ++++, >30X over background; +++, 15-30X; ++, 5- 
10 15X;+, 2-5X;andO, <2X. 

Figures 9A-9B: Biopanning results and sequence alignments of 
Groups 2, 6, and 7 of IR-binding peptides (SEQ ID NOS: 1244-1 261). The 
number of sequences found is indicated on the right side of the figure 
together with data on the phage binding to either IR or IGF-1R receptor. 
15 Absorbance signals are indicated by: ++++, >30X over background; +++, 
15-30X; ++, 5-1 5X; +, 2-5X; and 0, <2X. 

Figures 10A-10C: Insulin competition data determined for various 
monomer and dimer peptides. Figure 10A shows the competition curve. 
Figure 10B shows the symbol key for the peptides. Figure 10C shows the 
20 description of the peptides. 

Figures 11 A-11D: Insulin competition data determined for various 
monomer and dimer peptides. Figure 11A shows the competition curve. 
Figure 11B shows the symbol key for the peptides. Figure 11C shows the 
description of the peptides. Figure 11D shows IR binding affinity for the 
25 peptides. 

Figures 12A-12D: Results of free fat cell assays for truncated 
synthetic RP9 monomer peptides, S390 and S394. Figure 12A shows the 
results for peptide S390. Figure 12B shows the results for peptide S394. 
Figure 12C shows the amino acid sequence of peptides S390 and S394 
30 (SEQ ID NOS:1794 and 1788, respectively in order of appearance). Figure 
12D shows the results for full-length RP9 peptide. 
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Figures 13A-13C: Results of free fat cell assays for truncated 
synthetic RP9 dimer peptides, S415 and S417. Figure 13A shows the 
results for peptide S415. Figure 13B shows the results for peptide S417. 
Figure 13C shows the amino acid sequence of peptides S415 and S417 
5 (SEQ ID NOS: 1795-1 796). 

Figures 14A-14C: Results of free fat cell assays for RP9 
homodimer peptides, 521 and 535. Figure 14A shows the results for 
peptide 521. Figure 14B shows the results for peptide 535. Figure 14C 
shows the amino acid sequence of peptides 521 and 535. 
10 Figures 1 5A-1 5C: Results of free fat cell assays for RP9-D8 

heterodimer peptides, 537 and 538. Figure 15A shows the results for 
peptide 537. Figure 15B shows the results for peptide 538. Figure 15C 
shows the amino acid sequence of peptides 537 and 538. 

Figures 16A-16C: Results of free fat cell assays for RP9-D8 
15 heterodimer peptides 537 and 538. Figure 16A shows the results for 
peptide 537. Figure 16B shows the results for peptide 538. Figure 16C 
shows the amino acid sequence of peptides 537 and 538. 

Figures 17A-17B: Results of free fat cell assays for D8-RP9 
heterodimer peptide, 539. Figure 17A shows the results for peptide 539. 
20 Figure 1 7B shows the amino acid sequence of peptide 539. 

Figures 18A-18D: Results of free fat cell assays for Site 1/Site 2 
dimer peptides with constituent monomer peptides with Site 1-Site 2 C-N 
(Figure 18A), Site 1-Site 2, N-N (Figure 18B), Site 1-Site 2, C-C (Figure 
18C), and Site 2-Site 1, C-N (Figure 18D) orientations and linkages, 
25 respectively. 

Figures 19A-19B: Results of human insulin receptor kinase assays 
for various monomer and dimer peptides. Figure 19A shows the substrate 
phosphorylation curve. Figure 19B shows the EC 50 values. 

Figures 20A-20B: Results of human insulin receptor kinase assays 
30 for Site 1-Site 2 and Site 2-Site 1 dimer peptides. Figure 20A shows the 
substrate phosphorylation curve. Figure 20B shows the EC 50 values. 
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Figures 21A-21B: Results of human insulin receptor kinase assays 
for Site 1-Site 2 and Site 2-Site 1 peptides. Figure 21 A shows the substrate 
phosphorylation curve. Figure 21 B shows the EC50 values. 

Figures 22A-22B: Results of time-resolved fluorescence resonance 
5 transfer assays for assessing the ability of various monomer and dimer 
peptides to compete with biotinylated RP9 monomer peptide for binding to 
soluble human insulin receptor-immunoglobulin heavy chain chimera. 
Figure 22A shows the binding curve. Figure 22B shows the symbol key and 
description of the peptide sequences (SEQ ID NOS:2117, 1916-1917, 1558, 

10 1994, 1960-1961, 2008, 1794, 2015-2016, 1560, and 2001-2002, 
respectively in order of appearance). 

Figures 23A-23C: Results of time-resolved fluorescence resonance 
transfer assays indicating the ability of various monomer and dimer peptide 
to compete with biotinylated S175 monomer peptide or biotinylated RP9 

15 monomer peptide for binding to soluble human insulin receptor- 
immunoglobulin heavy chain chimera. Figures 23A-23B show the binding 
curves. Figure 23C shows the symbol key and description of the peptide 
sequences (SEQ ID NOS:2117, 1916-1917, 1558, 1994, 1960-1961, 2008, 
1794, 2015-2016, 1560, and 2001-2002, respectively in order of 

20 appearance). 

Figures 24A-24B: Results of fluorescence polarization assays 
indicating the ability of various monomer and dimer peptide to compete with 
fluorescein labeled RP9 monomer peptide for binding to soluble human 
insulin receptor ectodomain. Figure 24A shows the binding curve. Figure 

25 24B shows the symbol key and description of the peptide sequences (SEQ 
ID NOS:2117, 1916-1917, 1558, 1994, 1960-1961, 2008, 1794, 2015-2016, 
1560 and 2001-2002, respectively in order of appearance). 

Figures 2!5A-25B: Results of fluorescence polarization assays 
indicating the ability of various monomer and dimer peptides to compete 

30 with fluorescein labeled RP9 monomer peptide for binding to soluble human 
insulin mini-receptor. Figure 25A shows the binding curve. Figure 25B 
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shows the symbol key and description of the peptide sequences (SEQ ID 
NOS:2117, 1916-1917, 1558, 1994, 1960-1961, 2008, 1794, 2015-2016, 
1560, and 2001-2002, respectively in order of appearance). 

Figures 26A-26B: Results of fluorescence polarization assays 
5 indicating the ability of various monomer and dimer peptides to compete 
with fluorescein labeled insulin for binding to soluble human insulin receptor 
ectodomain. Figure 26A shows the binding curve. Figure 26B shows the 
symbol key and description of the peptide sequences (SEQ ID NOS:2117, 
1916-1917, 1558, 1994, 1960-1961, 2008, 1794, 2015-2016, 1560, and 

1 0 2001 -2002, respectively in order of appearance). 

Figures 27A-27B: Results of fluorescence polarization assays 
indicating the ability of various monomer and dimer peptides to compete 
with fluorescein labeled insulin for binding to soluble human insulin mini- 
receptor. Figure 27A shows the binding curve. Figure 27B shows the 

15 symbol key and description of the peptide sequences (SEQ ID NOS:2117, 
1916-1917, 1558, 1994, 1960-1961, 2008, 1794, 2015-2016, 1560, and 
2001-2002, respectively in order of appearance). 

Figure 28: A schematic drawing for the construction of protein 
fusions of the maltose binding protein. 

20 Figure 29: BIAcore analysis of competition binding between IR and 

maltose binding protein fusion peptides H2C-9aa-H2C, H2C, and H2C-3aa- 
H2C. 

Figure 30: Stimulation of IR autophosphorylation in vivo by maltose 
binding protein fusion peptides. 
25 Figures 31 A-31C: Results of free fat cell assays for insulin and Site 

2-Site 1 peptides, S519 and S520. Figure 31A shows the results for S519. 
Figure 31 B shows the results for S520. Figure 31 C shows the EC 50 values. 

Figures 32A-32B: Results of human insulin receptor kinase assays 

for insulin and Site 2-Site 1 peptides S519 and S520. Figure 32A shows the 

» 

30 substrate phosphorylation curve. Figure 32B shows the calculated Bestfit 
values. 
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Figure 33: Results of in vivo experiments showing the effect of 
intravenous administration of Site 2-Site 1 peptide S519 in Wistar rats: 

Figures 34A-34E: Results of phage competition studies with IGF-1 
peptides RP9 (Site 1) and D8 15 (Site 2). Phage: RP9 (A6-like); RP6 (B6- 
5 like); D8B 12 (Site 2); and D8 15 (Site 2); Peptides: RP9 and D815. Figures 
34A-34B show the competition curves. Figures 34C-34E show the symbol 
keys and peptide groups. 

Figure 35A-35E: Phage competition studies with Site 2-Site 1 
dimer peptides containing 6- or 12-amino acid linkers. Phage: RP9, RP6, 
10 D8B12, and D815; Peptides: D815-6L-RP9 and D815-12L-RP9. Figures 
35A-35B show the competition curves. Figures 35C-35E show the symbol 
keys and peptide groups. 

Figure 36: Results of IGF-1 agonist assay using FDC-P2 cells. Site 1 
peptides RP6, RP9, G33, and Site 2 peptide D815 were tested in the 
1 5 agonist assay. 

Figure 37: Results of IGF-1 antagonist assay using FDCP-2 cells. 
Site 1 peptides RP6, RP9, G33, and Site 2 peptide D815 were tested in the 
antagonist assay. 

Figure 38: Results of IGF-1 agonist assay using FDCP-2 cells. 
20 Site 1 peptides 20E2, S175, and RP9 were tested in the agonist assay. 

Figures 39: Results of agonist and antagonist studies with peptide 
monomers and dimers. Monomers: D815 and RP9; Dimers: D815-6aa- 
RP9 and D815-12aa-RP9. 

Figure 40: Results of agonist and antagonist studies with peptide 
25 monomers and dimers. Monomers: G33 and D815; Dimer: D815-6aa-G33. 

Figure 41: Results of agonist and antagonist studies with peptide 
monomers and dimers. Monomers: G33, D815 and RP9; Dimers: D815- 
6aa-RP9 and D815-12aa-RP9. 

Figure 42: IGF-1 standard curve using FDC-P2 cells. 
30 Figures 43A-43B: Peptide monomers identified from G33 and RP6 

secondary libraries panned against IGF-1 R (SEQ ID NOS:1262-1432). 



WO 03/027246 PCT/US02/30412 



-25- 

Figure 43A shows peptides from G33 secondary library; Figure 43B shows 
peptides from RP6 secondary library. 

Figures 44A-44B: Peptide dimers identified from libraries panned 
against IR or IGF-1R (SEQ ID NOS:1433-1540). Figure 44A shows dimer 
5 peptides panned against IR; Figure 44B shows dimer peptides panned 
against IGF-1R. 

Figure 45: Results of heterogeneous time-resolved fluorometric 
assays showing the effect of recombinant peptide G33 (rG33) on the binding 
of biotinylated-recombinant human IGF-1 (b-rhlGF-1) to recombinant human 
10 IGF-1 R(rhlGF-1R). 

Figure 46: Results of heterogeneous time-resolved fluorometric 
assays showing the effect of recombinant peptide D815 (rD815) on the 
binding of biotinylated-recombinant human IGF-1 (b-rhlGF-1) to recombinant 
human IGF-1 R (rhlGF-1R). 
15 Figure 47: Results of heterogeneous time-resolved fluorometric 

assays showing the effect of recombinant peptide RP9 on the binding of 
biotinylated-recombinant human IGF-1 (b-rhlGF-1) to recombinant human 
IGF-1 R(rhlGF-1R). 

Figure 48: Results of heterogeneous time-resolved fluorometric 
20 assay showing the effect of recombinant peptide D815-6-G33 on the binding 
of biotinylated-recombinant human IGF-1 (b-rhlGF-1) to recombinant human 
IGF-1 R(rhlGF-1R). 

Figure 49: Results of heterogeneous time-resolved fluorometric 
assays showing the effect of recombinant peptide D815-6-RP9 on the 
25 binding of biotinylated-recombinant human IGF-1 (b-rhlGF-1) to recombinant 
human IGF-1 R (rhlGF-1R). 

Figure 50: Results of heterogeneous time-resolved fluorometric 
assays showing the effect of recombinant peptide D815-12-RP9 on the 
binding of biotinylated-recombinant human IGF-1 (b-rhlGF-1) to recombinant 
30 human IGF-1 R (rhlGF-1 R). 
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Figure51: Results of heterogeneous time-resolved fluorometric 
assays showing the effect of IGF-1 on the binding of biotinylated- 
recombinant human IGF-1 (b-rhlGF-1) to recombinant human IGF-1 R 
(rhlGF-1R). 

5 Figure 52: Results of time-resolved fluorescence resonance 

energy transfer assays showing the effect of Site 1 peptides, Site 2 
peptides, and rhlGF-1 on the dissociation of biotinylated-20E2 (b-20E2, Site 
1 ) from recombinant human IGF-1 R. 

Figure 53: Results of time-resolved fluorescence resonance 

10 energy transfer assays showing the effect of various peptide monomers and 
dimers on the dissociation of biotinylated-20E2 (b-20E2, Site 1) from 
recombinant human IGF-1 R. 

Figures 54A-54B, 55A-55B, 56A-56B, 57A-57B, 58A-58B, 59A-59B, 
60A-60C, 61 A-61 B, 62A-62B, 63A-63B, and 64A-64B: Amino acid 

15 sequences identified by panning peptide libraries against IGF-1 R. The 
amino acids are represented by their one-letter abbreviation. The ratios 
over background are determined by dividing the signal at 405 nm (E-Tag, 
IGF-1 R, or IR) by the signal at 405 nm for non-fat milk. The IGF-1 R/IR ratio 
comparison is determined by dividing the ratio of IGF-1 R by the ratio of IR. 

20 The IR/IGF-1R ratio comparison is determined by dividing the ratio of IR by 
the ratio of IGF-1 R. Sp/lrr = the ratio of specific binding over non-specific 
binding; LDH = lactate dehydrogenase (negative control). 

Where included, the design of each library is shown in the first line in 
bold. In the design, symbol 'X 1 indicates a random position, an underlined 

25 amino acid indicates a doped position at the nucleotide level, and other 
positions are held constant. Symbols in the listed sequences include: Q 
indicates a position corresponding to a TAG stop codon; # indicates a 
position corresponding to a TAA stop codon; * indicates a position 
corresponding to a TGA stop codon; and ? indicates an unknown amino 

30 acid. The Q residues represent translation read-through at TAG stop 
codons. All libraries were designed with the short FLAG® Epitope DYKD 
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(SEQ ID NO:1545; Hopp et ai, 1988, Bio/Technology 6:1205-1210) at the 
N-terminus of the listed sequence and an E-tag epitope 
(GAPVPYPDPLEPR; SEQ ID NO:XX) at the C-terminus. 

Figures 54A-54B: Peptides identified from a RP6 secondary library 
5 panned against IGF-1R. The RP9 peptide is a Formula 1, Site 1 monomer. 

Figures 55A-55B: Peptides identified from a RP9-NPB25 
secondary library panned against IGF-1R. The RP9-NPB25 peptide is a 
Formula 2, Site 1 monomer with a 25 amino acid C-terminal extension. 

Figures 56A-56B: Peptides identified from a RP30-IGF-NPB20 
10 secondary library panned against IGF-1R. The RP30-IGF-NPB20 peptide is 
a Site 1 , Formula 2 monomer with a 20 amino acid C-terminal extension. 

Figures 57A-57B: Peptides identified from a NPB20-RP30-IGF 
secondary library panned against IGF-1 R. The NPB20-RP30-IGF peptide is 
a Site 1 , Formula 2 monomer with a 20 amino acid N-terminal extension. 
1 5 Figures 58A-58B: Peptides identified from a D81 5 secondary library 

panned against IGF-1 R. The D815 peptide is a Formula 6, Site 2 monomer. 

Figures 59A-59B: Peptides identified from a RP6-D815 secondary 
library panned against IGF-1 R. The RP6-D815 peptide is a Site 1-Site 2 
dimer with no linker. 

20 Figures 60A-60C: Peptides identified from a RP6-6aa-D815 

secondary library panned against IGF-1 R. The RP6-6aa-D815 peptide is a 
Site 1-Site 2 dimer with a 6 amino acid linker. 

Figures 61 A-61B: Peptides identified from a RP6-RP9 secondary 
library panned against IGF-1 R. The RP6-RP9 peptide is a Site 1-Site 1 
25 dimer with no linker. 

Figures 62A-62B: Peptides identified from a RP6-6aa-RP9 
secondary library panned against IGF-1 R. The RP6-6aa-RP9 peptide is a 
Site 1-Site 1 dimer with a 6 amino acid linker. 

Figures 63 A-63B: Peptides identified from a D815-RP6 secondary 
30 library panned against IGF-1 R. The D815-RP6 peptide is a Site 2-Site 1 
dimer with no linker. 



WO 03/027246 



PCT/US02/30412 



-28- 

Figures 64A-64B: Peptides identified from a D815-6aa-RP6 
secondary library panned against IGF-1R. The D815-6aa-RP6 peptide is a 
Site 2-Site 1 dimer with a 6 amino acid linker. 

Figures 65A-65F: Dose related increase in cell proliferation of 
5 MiaPaCa and MCF-7 cells as measured in response to IGF-1 , IGF-2, and 
insulin. Cells were treated with either IGF-1, IGF-2, or insulin. Figure 65A: 
Results for MiaPaCa cells incubated with IGF-1; Figure 65B: MiaPaCa cells 
incubated with IGF-2; Figure 65C: MiaPaCa cells incubated with insulin; 
Figure 65D: MCF-7 cells incubated with IGF-1; Figure 65E: MCF-7 cells 

10 incubated with IGF-2; Figure 65F: MCF-7 cells incubated with insulin. 

Figures 66A-66C: Peptide RP33-IGF competes with IGF-1 binding 
for binding to IGF-1 R and antagonizes receptor activity in cell-based assays. 
For competition experiments, the ALPHAScreen assay format was used 
(see below). For antagonism assays, RP33-IGF was added to cells, cells 

15 were incubated with IGF-1, and cell number was determined. Figure 66A: 
Inhibition of IGF-1 binding as a function of RP33-IGF concentration. Figure 
66B: Antagonism of IGF-1 R in MCF-7 cells by peptide RP33-IGF. Figure 
66C: Antagonism of IGF-1 R in MiaPaCa cells by peptide RP33-IGF. 

Figures 67A-67B: IGF-1 stimulates transient phosphorylation of 

20 IRS-1 in MCF-7 cells. Cells were stimulated with IGF-1 for 0, 2, 10, 30, 60 
minutes and total protein was immunoprecipitated for each analysis. Figure 
67A: Western blot analysis of endogenous IRS-1 ; Figure 67B: Western 
blot analysis of phosphorylated IRS-1; Lane 1: No addition; Lane 2: 2 
minute time point; Lane 3: 10 minute time point; Lane 4: 30 minute time 

25 point; Lane 5: 60 minute time point. 

Figures 68A-68B: Phosphorylation of IRS-1 in MCF-7 cells induced 
by IGF-1 is dose-dependant. Cells were exposed to increasing 
concentrations of IGF-1 and total protein was immunoprecipitated. 
Stimulation by 0.50 nM IGF-1 resulted in a sub-maximal level of 

30 phosphorylation that was consistently visualized in Western blot analysis. 
Figure 68A: Western blot analysis of endogenous IRS-1; Figure 68B: 
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Western blot analysis of phosphorylated IRS-1; Lane 1: No addition; Lane 
2: 0.05 nM IGF-1; Lane 3: 0.1 nM IGF-1; Lane 4: 5 nM IGF-1; Lane 5: 1 
nM IGF-1 ; Lane 6: 0.5 nM IGF-1; Lane 7: 10 nM IGF-1; Lane 8: 50 nM 
IGF-1. 

5 Figures 69A-69B: Blockade of IGF-1-induced phosphorylation of 

IRS-1 in MCF-7 cells by synthetic peptides RP6KK and RP33-IGF. 
Unrelated peptides KCB1 (VSIGECGGLRHHRVRELCLV; SEQ ID NO:XX) 
and DGI3-D1 (ECRWFRPWRCPGLLSTGGGR; SEQ ID NO:XX) were used 
as negative controls. Figure 69A: Western blot analysis of expressed IRS- 

10 1; Figure 69B: Western blot analysis of phosphorylated IRS-1. Lane 1: no 
addition; Lane 2: DGI3-D1; Lane 3: KCB1; Lane 4: IGF-1 plus DGI3-D1; 
Lane 5: IGF-1 plus KCB1; Lane 6: IGF-1 plus RP6KK; Lane 7: IGF-1 plus 
RP33-IGF; Lane 8: IGF-1. 

Figures 70A-70C: Peptides RP54 and RP52 compete with IGF-1 for 

15 binding to IGF-1 R, and act as antagonists in cell proliferation assays. For 
antagonism assays, RP54 or RP52 was added to cells, cells were incubated 
with IGF-1, and cell number was determined. Figure 70A: Antagonism of 
IGF-1 R by RP54 in MCF-7 cells; Figure 70B: Antagonism of RP54 in 
MiaPaCa cells. Figure 70C: Antagonism of IGF-1 by RP52 in MCF-7 cells. 

20 Figures 71 A-71F: Peptide monomers with IGF-1 R agonist or 

antagonist activity in MCF-7 or MiaPaCa cell proliferation assays compete 
against IGF-1 for binding to IGF-1 R. Potencies of peptide competition were 
determined using the AlphaScreen assay format (see below). Figure 71A: 
RP60 peptide; Figure 71 B: RP48 peptide; Figure 71 C: sG33 peptide; 

25 Figure 71 D: C1 peptide; Figure 71 E: L-RP9ex peptide; Figure 71 F: 12- 
RP9ex peptide. 

Figures 72A-72E: Peptide dimers with IGF-1 R agonist activity in 
MCF-7 or MiaPaCa cell proliferation assays compete with IGF-1 for binding 
to IGF-1 R. Potencies of peptide competition were determined using the 
30 AlphaScreen assay format (see below). Figure 72A: rRP30-IGF-12-D112 
peptide (Site 1-Site 1); Figure 72B: rRP30-IGF-12-RP31-IGF peptide (Site 
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1-Site 2); Figure 72C: rRP31-IGF-12-RP30-!GF peptide (Site 2-Site 1); 
Figure 72D: rD112-12-RP30-IGF peptide (Site 1-Site 1); Figure 72E: 
rD112-12-D112 peptide (Site 1-Site 1). 

Figures 73A-73D: Peptide monomers with IGF-1 R agonist activity in 
5 MCF-7 or MiaPaCa cell proliferation assays. Figure 73A: RP60 peptide; 
Figure 73B: RP48 peptide; Figure 73C: G33 peptide; Figure 73D: L-RP9ex 
peptide. 

Figures 74A-74I: Peptide dimers with IGF-1 R agonist activity in 
MCF-7 or MiaPaCa cell proliferation assays. Figure 74A: RP30-IGF-12- 

10 D112 (Site 1-Site 1); Figure 74B: RP30-IGF-12-RP31-IGF (Site 1-Site 2); 
Figure 74C: RP31 -IGF-1 2-RP30-IGF (Site 2-Site 1); Figure 74D: D1 12-12- 
RP30-IGF (Site 1-Site 1); Figure 74E: RP6-L-D8B12 (Site 1-Site 2); Figure 
74F: D8B12-12-RP9 (Site 2-Site 1); Figure 74G: D112-12-D112 (Site 1- 
Site 1); Figure 74H: RP9-12-RP9 (Site 1-Site 1); Figure 74I: RP9-L-RP6 

15 (Site 1-Site 1). 

V. DETAILED DESCRIPTION OF THE INVENTION 

This invention relates to amino acid sequences comprising motifs that 
bind to the insulin receptor (IR) and/or insulin-like growth factor receptor 
(IGF-1 R). In addition to binding to IR and/or IGF-1 R, the amino acid 
sequences also possess either agonist, partial agonist or antagonist activity 
at IR or IGF-1 R. In addition, the amino acid sequences bind to separate 
binding sites (Sites 1 or 2) on IR or IGF-1 R. 

Although capable of binding to IR or IGF-1 R at sites which participate 
in conferring agonist or antagonist activity, the amino acid sequences are 
not based on the native insulin or IGF-1 sequences, nor do they reflect an 
obvious homology to any such sequences. 

The amino acid sequences of the invention may be peptides, 
polypeptides, or proteins. These terms as used herein should not be 
considered limiting with respect to the size of the various amino acid 
sequences referred to herein and which are encompassed within this 



20 



25 



30 



WO 03/027246 PCT/US02/30412 



-31- 

invention. Thus, any amino acid sequence comprising at least one of the IR 
or IGF-1R binding motifs disclosed herein, and which binds to IR or IGF-1R 
is within the scope of this invention. In preferred embodiments, the amino 
acid sequences confer insulin or IGF-1 agonist or antagonist activity. The 
5 amino acid sequences of the invention are typically artificial, i.e., non- 
naturally occurring peptides, polypeptides, or fragments thereof. The amino 
acid sequences of the invention do not include insulin, insulin-like growth 
factors, antibodies against insulin receptors or insulin-like growth factor 
receptors, or fragments thereof. Amino acid sequences useful in the 

10 invention may be obtained through various means such as chemical 
synthesis, phage display, cleavage of proteins or polypeptides into 
fragments, or by any means which amino acid sequences of sufficient length 
to possess binding ability may be made or obtained. 

The amino acid sequences provided by this invention should have an 

15 affinity for IR sufficient to provide adequate binding for the intended purpose. 
Thus, for use as a therapeutic, the peptide, polypeptide, or protein provided 
by this invention should have an affinity (K d ) of between about 10" 7 to about 
10" 15 M. More preferably the affinity is 10~ 8 to about 10~ 12 M. Most 
preferably, the affinity is 10" 10 to about 10" 12 M. For use as a reagent in a 

20 competitive binding assay to identify other ligands, the amino acid sequence 
preferably has affinity for the receptor of between about 10~ 5 to about 10~ 12 
M. 

The present invention describes several different binding motifs, 
which bind to active sites on IR or IGF-1 R. The binding motifs are defined 

25 based on the analysis of several different amino acid sequences and 
analyzing the frequency that particular amino acids or types of amino acids 
occur at a particular position of the amino acid sequence as described in the 
related applications of Beasley et ai International Application 
PCT/US00/08528, filed March 29, 2000, and Beasley et a/., U.S. Application 

30 Serial No. 09/538,038, filed March 29, 2000. 
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Also included within the scope of this invention are amino acid 
sequences containing substitutions, additions, or deletions based on the 
teachings disclosed herein and which bind to IR or IGF-1R with the same or 
altered affinity. For example, sequence tags (e.g., FLAG® tags) or amino 
5 acids, such as one or more lysines, can be added to the peptide sequences 
of the invention (e.g., at the N-terminal or C-terminal ends) as described in 
detail herein. Sequence tags can be used for peptide purification or 
localization. Lysines can be used to increase peptide solubility or to allow 
for biotinylation. Alternatively, amino acid residues located at the carboxy 

10 and amino terminal regions of the consensus motifs described below, which 
comprise sequence tags (e.g., FLAG® tags), or which contain amino acid 
residues that are not associated with a strong preference for a particular 
amino acid, may optionally be deleted providing for truncated sequences. 
Certain amino acids (e.g., C-terminal or N-terminal residues) such as lysine 

15 which promote the stability or biotinylation of the amino acids sequences 
may be deleted depending on the use of the sequence, as for example, 
expression of the sequence as part of a larger sequence which is soluble, or 
linked to a solid support. 

Peptides that bind to IR or IGF-1R, and methods and kits for 

20 identifying such peptides, have been disclosed by Beasley et a/., 
International Application PCT/US00/08528 filed March 29, 2000 and 
Beasley et a/., U.S. Application Serial No. 09/538,038 filed March 29, 2000, 
which are incorporated by reference in their entirety. 

A. Consensus Motifs 

25 The following motifs have been identified as conferring binding 

activity to IR and/or IGF-1 R: 

1 . X1X2X3X4X5 (Formula 1 ; Group 1 ; the A6 motif) wherein X if X 2 , 
X4 and X 5 are aromatic amino acids, preferably, phenylalanine or tyrosine. 
Most preferably, X1 and X 5 are phenylalanine and X 2 is tyrosine. X 3 may be 



WO 03/027246 



PCT/US02/30412 



-33- 

any small polar amino acid, but is preferably selected from aspartic acid, 
glutamic acid, glycine, or serine, and is most preferably aspartic acid or 
glutamic acid. X4 is most preferably tryptophan, tyrosine, or phenylalanine 
and most preferably tryptophan. Particularly preferred embodiments of the 
5 A6 motif are FYDWF (SEQ ID NO:1554) and FYEWF (SEQ ID NO:1555). 
The A6 motif possesses agonist activity at IGF-1R, but agonist or antagonist 
activity at IR depending on the identity of amino acids flanking A6. See 
Figure 5A. 

Amino acid sequences that comprise the A6 motif and possess 
10 agonist activity at IR, include but are not limited to, D117/H2C: 
FHENFYDWFVRQVSKK (SEQ ID NO: 1556); D117/H2 minus terminal 
lysines: FHENFYDWFVRQVS (SEQ ID NO:1557); RP9: 

GSLDESFYDWFERQLGKK (SEQ ID NO:1558); RP9 minus terminal 
lysines: GSLDESFYDWFERQLG (SEQ ID NO: 1559); and S175: 
15 GRVDWLQRNANFYDWFVAELG (SEQ ID NO:1560). Preferred RP9 
sequences include GLADEDFYEWFERQLR (SEQ ID NO:1561), 
GLADELFYEWFDRQLS (SEQ ID NO:1562), GQLDEDFYEWFDRQLS 
(SEQ ID NO:1563), GQLDEDFYAWFDRQLS (SEQ ID NO:1564), 
GFMDESFYEWFERQLR (SEQ ID NO:1565), GFWDESFYAWFERQLR 
20 (SEQ ID NO:1566), GFMDESFYAWFERQLR (SEQ ID NO:1567), and 
GFWDESFYEWFERQLR (SEQ ID NO:1568). Non-limiting examples of 
Group 1 (Formula 1; A6) amino acid sequences are shown in Figures 1A- 
10. 

2. X6X7X8X9X10XHX12X13 (Formula 2, Group 3; the B6 motif) 
25 wherein X6 and X7 are aromatic amino acids, preferably, phenylalanine or 
tyrosine. Most preferably, X 6 is phenylalanine and X 7 is tyrosine. X 8 , X 9 , Xn, 
and X 12 may be any amino acid. X10 and X13 are hydrophobic amino acids, 
preferably leucine, isoleucine, phenylalanine, tryptophan or methionine, but 
more preferably leucine or isoleucine. X10 is most preferably isoleucine for 
30 binding to IR and leucine for binding to IGF-1R. X13 is most preferably 
leucine. Amino acid sequences of Formula 2 may function as an antagonist 
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at the IGF-1R, or as an agonist at the IR. Preferred consensus sequences 
of the Formula 2 motif are FYXsXgLXnX^L (SEQ ID NO: 1569), 
FYXsXqIXuX^L (SEQ ID NO:1570), FYXsAIXnX 12 L (SEQ ID NO:1571), and 
FYX 8 YFXnXi 2 L (SEQ ID NO:1572). 
5 Another Formula 2 motif for use with this invention comprises FYXsY 

FXnX 12 L (SEQ ID NO:1573) and is shown as Formula 2A ("NNRP") below: 

X115X116X117X118FYX8YFX11X12LX119X120X121X122 (SEQ ID NO:1574) wherein 
Xii5-Xnsand X118-X122 may be any amino acid which allows for binding to IR 
or IGF-1R. X115 is preferably selected from the group consisting of 

10 tryptophan, glycine, aspartic acid, glutamic acid, and arginine. Aspartic acid, 
glutamic acid, glycine, and arginine are more preferred. Tryptophan is most 
preferred. The preference for tryptophan is based on its presence in clones 
at a frequency three to five fold higher than that expected over chance for a 
random substitution, whereas aspartic acid, glutamic acid and arginine are 

1 5 present about two fold over the frequency expected for random substitution. 

X116 preferably is an amino acid selected from the group consisting of 
aspartic acid, histidine, glycine, and asparagine. X 117 and Xn 8 are 
preferably glycine, aspartic acid, glutamic acid, asparagine, or alanine. 
More preferably Xn 7 is glycine, aspartic acid, glutamic acid and asparagine 

20 whereas X 118 is more preferably glycine, aspartic acid, glutamic acid or 
alanine. X 8 when present in the Formula 2A motif is preferably arginine, 
glycine, glutamic acid, or serine. Xn when present in the Formula 2A motif 
is preferably glutamic acid, asparagine, glutamine, or tryptophan, but most 
preferably glutamic acid. Xi 2 when present in the Formula 2A motif is 

25 preferably aspartic acid, glutamic acid, glycine, lysine or glutamine, but most 
preferably aspartic acid. X 119 is preferably glutamic acid, glycine, glutamine, 
aspartic acid or alanine, but most preferably glutamic acid. X120 is preferably 
glutamic acid, aspartic acid, glycine or glutamine, but most preferably 
glutamic acid. X 12 i is preferably tryptophan, tyrosine, glutamic acid, 

30 phenylalanine, histidine, or aspartic acid, but most preferably tryptophan or 
tyrosine. X122 is preferably glutamic acid, aspartic acid or glycine; but most 
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preferably glutamic acid. Preferred amino acid residue are identified based 
on their frequency in clones over two fold over that expected for a random 
event, whereas the more preferred sequences occur about 3-5 times as 
frequently as expected. 
5 In certain cases, Formula 1 and Formula 2 amino acid sequences 

may also include two cysteine residues, which may be positioned either 
outside or inside the motif sequence (e.g., Xi X 2 X3 X4 X 5 and 
X6X7X8X9X1 0X1 1X12X13), as described herein. The spacing between the 
cysteine residues preferably may vary from 3 amino acids, e.g., RP62 

10 (CDFYCALSRLSGQPRDRMPNYPGTS; SEQ ID NO:XX) up to 19 amino 
acids, e.g., RP35 (DRDFCRFYERLTALVGGQVDGGWPC; SEQ ID NO:XX). 
Formula 1 and Formula 2 peptides may exhibit varying size and cysteine 
positioning. For example, Formula 2 peptide RP6 

(TF YS CL AS LLTGTPQ P N RG P W E RC R ; SEQ ID NO:XX) and derivatives, 

15 RP30-IGF, RP33-IGF, include two cysteine residues separated by 18 amino 
acids. In contrast, Formula 1 peptide G33 

(GIISQSCPESFYDWFAGQVSDPWWCW; SEQ ID NO:XX) includes two 
cysteines separated by 17 amino acid residues. In certain Formula and 
Formula 2 peptides, the position and spacing of the cysteine residues was 

20 found to be highly preferred in these peptides as determined by calculations 
of amino acid preferences from peptides obtained by biopanning of RP6 and 
G33 secondary libraries. Without wishing to be bound by theory, it is 
possible that the cysteine pairs observed in Formula 1 and Formula 2 amino 
acid sequences form cysteine loop structures. 

25 3. X14X1 5X1 eXi 7X1 &Xi 9X20X21 (Formula 3, reverse B6, revB6), 

wherein X 14 and X i7 are hydrophobic amino acids; X 14 , X i7 are preferably 
leucine, isoleucine, and valine, but most preferably leucine; Xi 5i Xi 6t X i8 and 
X19 may be any amino acid; X 2 o is an aromatic amino acid, preferably 
tyrosine or histidine, but most preferably tyrosine; and X21 is an aromatic 

30 amino acid, but preferably phenylalanine or tyrosine, and most preferably 
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phenylalanine. For use as an IGF-1R binding ligand, an aromatic amino 
acid is strongly preferred at X18. 

4. X22X23X24X25X26X27X28X29X30X31X32X33X34X35X36X37X38X39X40 
X41 (Formula 4; Group 7; the F8 motif) wherein X22, X 25 , X 26 , X 28 , X29, X 30 , 
5 X33, X34, X35, X36, X37, X 38 , X40, and X41 are any amino acid. X 35 and X37 may 
be any amino acid when the F8 motif is used as an IR binding ligand or as a 
component of an IR binding ligand, however for use as an IGF-1R binding 
ligand, glycine is strongly preferred at X 37 and a hydrophobic amino acid, 
particularly, leucine, is preferred at X35. X 2 3 is a hydrophobic amino acid. 

10 Methionine, valine, leucine or isoleucine are preferred amino acids for X23, 
however, leucine which is most preferred for preparation of an IGF-1R 
binding ligand is especially preferred for preparation of an IR binding ligand. 
At least one cysteine is located at X 2 4 through X 2 7, and one at X 39 or X40. 
Together the cysteines are capable of forming a cysteine cross-link to create 

15 a looped amino acid sequence. In addition, although a spacing of 14 amino 
acids in between the two cysteine residues is preferred, other spacings may 
also be used provided binding to IGF-1R or IR is maintained. Accordingly, 
other amino acids may be substituted for the cysteines at positions X 2 4 and 
X39 if the cysteines occupy other positions. 

20 In one embodiment, for example, the cysteine at position X 2 4 may 

occur at position X 2 7 which will produce a smaller loop provided that the 
cysteine is maintained at position X 39 . These smaller looped peptides are 
described herein as Formula 5, infra. X 2 7 is any polar amino acid, but is 
preferably selected from glutamic acid, glutamine, aspartic acid, asparagine, 

25 or as discussed above cysteine. The presence of glutamic acid at position 
X27 decreases binding to IR but has less of an effect on binding to IGF-1R. 
X31 is any aromatic amino acid and X 32 is any small amino acid. For binding 
to IGF-1R, glycine or serine is preferred at position X31, however, tryptophan 
is highly preferred for binding to IR. At position X32, glycine is preferred for 

30 both IGF-1R and IR binding. X 36 is an aromatic amino acid. A preferred 
consensus sequence for F8 is X22LCX25X26EX 28 X29X3oWGX 3 3X34X35 
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X36X37X38CX40X41 (SEQ ID NO:1575) whereas the amino acids are defined 
above. A more preferred F8 sequence is HLCVLEELFWGASLFGYCSG 
("F8"; SEQ ID NO:1576). Amino acid sequences comprising the F8 
sequence motif preferably bind to IR over IGF-1R. Figures 2A-2E list non- 
5 limiting examples of Formula 4 amino acid sequences. 

5. 

X42X43X44X45X46X47X48X49X50X51X52X53X54X55X56X57X58X59X60X61 
(Formula 5; mini F8 motif) wherein X42, X43, X44, X45, X 53 , X 55 , X 56 , X 58 , Xeo, 
and X 6 i are any amino acid. X43, X46, X49, X 50 , and X54 are hydrophobic 

10 amino acids, however, X43 and X46 are preferably leucine, whereas X 50 is 
preferably phenylalanine or tyrosine but most preferably phenylalanine. X47 
and X59 are cysteines. X48 is preferably a polar amino acid, i.e., aspartic 
acid or glutamic acid, but most preferably glutamic acid. Use of the small 
amino acid at position 54 may confer IGF-1R specificity. X51, X 52 , and X 57 

15 are small amino acids, preferably glycine. A preferred consensus sequence 
for mini F8 is X42X43X44X45LCEX49FGGX53X54X55X56G X 58 CX 6 oX6i (SEQ ID 
NO:1577). Amino acid sequences comprising the sequence of Formula 5 
preferably bind to IGF-1R or IR. 

6 . X62X63X64X65X66X67X68X69X70X7 1 X72X73X74X75X76X77X78X79X80 

20 X 8 i (Formula 6; Group 2; the D8 motif) wherein X 62 , X 65 , X 68 , X 69 , X71, X 73 , 
X 76 , X77, X78, X 80 , and X 8 i may be any amino acid. X66 may also be any 
amino acid, however, there is a strong preference for glutamic acid. 
Substitution of X 6 6 with glutamine or valine may result in attenuation of 
binding. X 6 3, X 7 o, and X74 are hydrophobic amino acids. X 6 3 is preferably 

25 leucine, isoleucine, methionine, or valine, but most preferably leucine. X 70 
and X74 are preferably valine, isoleucine, leucine, or methionine. X 74 is most 
preferably valine. X64 is a polar amino acid, more preferably aspartic acid or 
glutamic acid, and most preferably glutamic acid. X 6 7 and X 75 are aromatic 
amino acids. Whereas tryptophan is highly preferred at X 6 7, X 75 is preferably 

30 tyrosine or tryptophan but most preferably tyrosine. X 72 and X 79 are 
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cysteines that again are believed to form a loop which position amino acid 
may be altered by shifting the cysteines in the amino acid sequence. 

D8 is most useful as an amino acid sequence having a preference for 
binding to IR as only a few D8 sequences capable of binding to IGF-1 R over 
5 background have been detected. A preferred sequence for binding to IR is 

X62LX64X65X66WX68X69X70X71 0X73X74X75X76X77X780X30X3! (SEQ ID 

NO: 1578). Examples of specific peptide sequences comprising this motif 
include D8: KWLDQEWAWVQCEVYGRGCPSKK (SEQ ID NO:1579); and 
D8 minus terminal lysines: KWLDQEWAWVQCEVYGRGCPS (SEQ ID 

10 NO: 1580). Preferred D8 monomer sequences include 

SLEEEWAQIQCEIYGRGCRY (SEQ ID NO:1581) and 
SLEEEWAQIQCEIWGRGCRY (SEQ ID NO:1582). Preferred D8 dimer 
sequences include SLEEEWAQIECEVYGRGCPS (SEQ ID NO: 1583), and 
SLEEEWAQIECEVWGRGCPS (SEQ ID NO: 1584). Non-limiting examples 

15 of Group 2 (Formula 6; D8) amino acid sequences are shown in Figures 3A- 
3E. 

7. HX82X83X84X85X86X87X88X89X9oX9 1 Xg2 (Formula 7) wherein Xs2 
is proline or alanine but most preferably proline; Xs3 is a small amino acid 
more preferably proline, serine or threonine and most preferably proline; Xs4 

20 is selected from leucine, serine or threonine but most preferably leucine; X 8 s 
is a polar amino acid preferably glutamic acid, serine, lysine or asparagine 
but more preferably serine; X 8 e may be any amino acid but is preferably a 
polar amino acid such as histidine, glutamic acid, aspartic acid, or 
glutamine; X 87 is an aliphatic amino acid preferably leucine, methionine or 

25 isoleucine and most preferably leucine; amino acid X 88 , X 8 g and X 90 may be 
any amino acids; X91 is an aliphatic amino acid with a strong preference for 
leucine as is X92. Phenylalanine may also be used at position 92. A 
preferred consensus sequence of Formula 7 is HPPLSXseLXasXsgXgoLL 
(SEQ ID NO:1585). The Formula 7 motif binds to IR with little or no binding 

30 to IGF-1 R. 
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8. Another sequence is X104X105X106X107X108X109X110X111X112X113 
Xi 14 (Formula 8) which comprises eleven amino acids wherein at least one, 
and preferably two of the amino acids of X 10 6 through Xm are tryptophan. 
In addition, it is also preferred that when two tryptophan amino acids are 

5 present in the sequence they are separated by three amino acids, which are 
preferably, in sequential order proline, threonine and tyrosine with proline 
being adjacent to the tryptophan at the amino terminal end. Accordingly, the 
most preferred sequence for Xi 07X103X1 09X1 i 0 Xm is WPTYW (SEQ ID 
NO:1586). At least one of the three amino acids on the amino terminal 

10 (X104, X105, X106) and at least one of the amino acids carboxy terminal (Xn 2 , 
X113, X114) ends immediately flanking Xi 0 7-Xm are preferably a cysteine 
residue, most preferably at X 10 s and Xn 3 respectively. Without being bound 
by theory, the cysteines are preferably spaced so as to allow for the 
formation of a loop structure. X104 and Xn 4 are both small amino acids such 

15 as, for example, alanine and glycine. Most preferably, X104 is alanine and 
X114 is glycine. X105 may be any amino acid but is preferably valine. X 112 is 
preferably asparagine. Thus, the most preferred sequence is 
ACVWPTYWNCG (SEQ ID NO:1587). 

9. An amino acid sequence comprising JBA5: 
20 DYKDLCQSWGVRIGWLAGLCPKK (SEQ ID NO: 1541); or JBA5 without 

terminal lysines: LCQSWGVRIGWLAGLCP (SEQ ID NO: 1542) (Formula 9). 
The Formula 9 motif is another motif believed to form a cysteine loop that 
possesses agonist activity at both IR and IGF-1R. Although IR binding is 
not detectable by ELISA, binding of Formula 9 to IR is competed by insulin 
25 and is agonistic. 

10. W X123 G Y X124 W X 125 X 126 (SEQ ID NO:1543) (Formula 10; 
Group 6) wherein X123 is selected from proline, glycine, serine, arginine, 
alanine or leucine, but more preferably proline; X124 is any amino acid, but 
preferably a charged or aromatic amino acid; X125 is a hydrophobic amino 

30 acid preferably leucine or phenylalanine, and most preferably leucine. X126 
is any amino acid, but preferably a small amino acid. In one embodiment of 
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the present invention, the Formula 10, Group 6 motif is WPGY (SEQ ID 
NO: 1588). Examples of specific peptide sequences comprising this motif 
include E8: KVRGFQGGTVWPGYEWLRNAAKK (SEQ ID NO:1589); and 
E8 minus terminal lysines: KVRGFQGGTVWPGYEWLRNAA (SEQ ID 
5 NO: 1590). Preferred Group 6 sequences include WAGYEWF (SEQ ID 
NO:1591), WEGYEWL (SEQ ID NO:1592), WAGYEWL (SEQ ID NO:1593), 
WEGYEWF (SEQ ID NO:1594), and DSDWAGYEWFEEQLD (SEQ ID 
NO: 1595). Non-limiting examples of Group 6 amino acid sequences are 
shown in Figures 4A-4B. 

10 The IR and IGF-1R binding activities of representative Group 1 

(Formula 1; A6); Group 2 (Formula 6; D8); and Group 6 (Formula 10); and 
Group 7 (Formula 4; F8) amino acid sequences are summarized in Figures 
8 and 9A-9B. Group 1 (Formula 1; A6) amino acid sequences contain the 
consensus sequence FyxWF (SEQ ID NO:1596), which is typically agonistic 

15 in cell-based assays. Group 2 (Formula 6; D8) amino acid sequences are 
composed of two internal sequences having a consensus sequence VYGR 
(SEQ ID NO: 1597) and two cysteine residues each. Thus, Group 2 peptides 
are capable of forming a cyclic peptide bridged with a disulfide bond. 
Neither of these consensus sequences have any significant linear sequence 

20 similarities greater than 2 or 3 amino acids with mature insulin. Group 7 
(Formula 4; F8) amino acid sequences are composed of two internal 
exemplary sequences which do not have any significant sequence 
homology, but have two cysteine residues 13-14 residues apart, thus being 
capable of forming a cyclic peptide with a long loop anchored by a disulfide 

25 bridge. 

B. Amino And Carboxyl Terminal Extensions Modulate 
Activity of Motifs 

In addition to the motifs stated above, the invention also provides 
preferred sequences at the amino terminal or carboxyl terminal ends which 
30 are capable of enhancing binding of the motifs to either IR, IGF-1R, or both. 
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In addition, the use of the extensions described below does not preclude the 
possible use of the motifs with other substitutions, additions or deletions that 
allow for binding to IR, IGF-1R, or both. 

1. Formula 1 

5 Any amino acid sequence may be used for extensions of the amino 

terminal end of A6, although certain amino acids in amino terminal 
extensions may be identified which modulate activity. Preferred carboxy 
terminal extensions for A6 are A6-X93X94X95X96X97 wherein X 93 may be any 
amino acid, but is preferably selected from the group consisting of alanine, 

10 valine, aspartic acid, glutamic acid, and arginine, and X94 and X 97 are any 
amino acid; X 95 is preferably glutamine, glutamic acid, alanine or lysine but 
most preferably glutamine. The presence of glutamic acid at X 95 however 
may confer some IR selectivity. Further, the failure to obtain sequences 
having an asparagine or aspartic acid at position X 95 may indicate that these 

15 amino acids should be avoided to maintain or enhance sufficient binding to 
IR and IGF-1R. X 96 is preferably a hydrophobic or aliphatic amino acid, 
more preferably leucine, isoleucine, valine, or tryptophan but most 
preferably leucine. Hydrophobic residues, especially tryptophan at X 96 may 
be used to enhance IR selectivity. 

20 2. Formula 2 

B6 with amino terminal and carboxy terminal extensions may be 
represented as X98X99-B6-X100. X 98 is optionally aspartic acid and X 99 is 
independently an amino acid selected from the group consisting of glycine, 
glutamine, and proline. The presence of an aspartic acid at X 98 and a 
25 proline at X99 is associated with an enhancement of binding for both IR and 
IGF-1 R. A hydrophobic amino acid is preferred for the amino acid at Xioo. an 
aliphatic amino acid is more preferred. Most preferably leucine, for IR and 
valine for IGF-1 R. Negatively charged amino acids are preferred at both the 
amino and carboxy terminals of Formula 2A. 
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3. Formula 3 

An amino terminal extension of Formula 3 defined as X101X102X103- 
revB6 wherein X103 is a hydrophobic amino acid, preferably leucine, 
isoleucine or valine, and X 10 2 and X i0 i are preferably polar amino acids, 
5 more preferably aspartic acid or glutamic acid may be useful for enhancing 
binding to IR and IGF-1R. No preference is apparent for the amino acids at 
the carboxy terminal end of Formula 3. 

4. Formula 10 

In one preferred embodiment, Formula 10 sequences 
10 WX 1 2 3 GYX 1 24WX 1 25X 1 26 (SEQ ID NO:1543) can include an amino terminal 
extension comprising the sequence DSD and/or a carboxy terminal 
extension comprising the sequence EQLD (SEQ ID NO:1598). 

C. IR Binding Preferences 

As indicated above, the amino acid sequences containing the motifs 
15 of this invention may be constructed to have enhanced selectivity for either 
IR or IGF-1R by choosing appropriate amino acids at specific positions of 
the motifs or the regions flanking them. By providing amino acid 
preferences for IR or IGF-1 R, this invention provides the means for 
constructing amino acid sequences with minimized activity at the non- 
20 cognate receptor. For example, the amino acid sequences disclosed herein 
with high affinity and activity for IR and low affinity and activity for IGF-1R 
are desirable as IR agonist as their propensity to promote undesirable cell 
proliferation, an activity of IGF-1 agonists, is reduced. Ratios of IR binding 
affinity to IGF-1 R binding affinity for specific sequences are provided in 
25 Figures 1A-10; 2A-2E; 3A-3E; 4A-4I; 44A-44B. As an insulin therapeutic, 
the IR/IGF-1R binding affinity ratio is preferably greater than 100. 
Conversely, for use as an IGF-1 R therapeutic, the IR/IGF-1R ratio should be 
less than 0.01. Examples of peptides that selectively bind to IGF-1 R are 
shown below. 
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Besides relative binding at IR or IGF-1R, relative efficacy at the 
cognate receptor is another important consideration for choosing a potential 
therapeutic. Thus, a sequence that is efficacious at IR but has little or no 
significant activity at IGF-1R may also be considered as an important IR 
5 therapeutic, irrespective of the relative binding affinities at IR and IGF-1R. 
For example, A6 selectivity for IR may be enhanced by including glutamic 
acid in a carboxyl terminal extension at position X 95 . IR selectivity of the B6 
motif may be enhanced by having a tryptophan or phenylalanine at Xn. 
Tryptophan at X13 also favors selectivity of IR. A tryptophan amino acid at 

10 X13 rather than leucine at that position also may be used to enhance 
selectivity for IR. In the reverse B6 motif, a large amino acid at X15 favors IR 
selectivity. Conversely, small amino acids may confer specificity for IGF-1 R. 
In the F8 motif, an L in position X 2 3 is essentially required for IR binding. In 
addition, tryptophan at X 31 is also highly preferred. At X 32 , glycine is 

1 5 preferred for IR selectivity. 

D. Multiple Binding Sites On IR And IGF-1 R 

The competition data disclosed herein reveals that at least two 
separate binding sites are present on IR and IGF-1 R which recognize the 
different sequence motifs provided by this invention. 

20 As shown in Figure 6, competition data indicate that peptides 

comprising the A6 motifs compete for binding to the same site on IR (Site 1) 
whereas the D8 motifs compete for a second site (Site 2). The identification 
of peptides that bind to separate binding sites on IR and IGF-1 R provides for 
various schemes of binding to IR or IGF-1 R to increase or decrease its 

25 activity. Examples of such schemes for IR are illustrated in Figure 7. 

The table below shows sequences based on their groups, which bind 
to Site 1 or Site 2. 
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TABLE 2 

REPRESENTATIVE SITE 1 PEPTIDES 



10 



15 



20 



25 



30 



35 



40 



45 



50 



55 



A6-like (FYxWF) (SEQ ID NO:1596): 




Clone 


Sequence 


SEQ ID NO: 


G3 


KRGGGT F YEW FE S ALRKHGAGKK 


1718 


H2 


VTFTSAVFHENF YDWFVRQVS KK 


1719 


H2C 


FHBNFYDWFVRQVSKK 


1556 


A6S-IR3-E12 


G R VDWL QRNANFYD WFVAE L G 


1560 


A6S-IR4-G1 


NGVERAGTGDNFYDWFVAQLH 


1720 


H2CB-R3-B12 


QSDSGTVHDRFYGWFRDTWAS 


1721 


20E2A-R3-B11 


GRFYGWFQDAI DQLMPWGFDP 


1722 


rB6-F6 


RYGRWGLAQQFYDWFDR 




E4Da- 1-B8-IR~ 


GFREGQRWYWFVAQVT 


1724 


H2CA-4-F11-IR 


TYKARFLHENFYDWFNRQVSQYFGRV 


1725 


H2CB-R3-D2 


WTDVDGFHSGFYRWFQNQWER 


1726 


H2CB-R3-D12 


VASGHVLHGQFYRWFVDQFAL 


1727 


H2CB-R4-H5 


QARVGNVHQQFYEWFREVMQG 


1728 


H2C-B-E8* 


TGHRLGLDEQFYWWFRDALSG 


1729 


H2CB-3 -B6-IR- 


VGDFCVSHDCFYGWFLRESMQ 


1730 


A6S-IR2-C1 


RMYFSTGAPQNFYDWFVQEWD 


1731 


B6-like (FYxxLxxL) (SEQ ID NO:1732): 




Clone 


Sequence 




20C11 


KDRAFYNGLRDLVGAVYGAWDKK 


1733 


20E2 


DYKDFYDAIDQLVRGSARAGGTRDKK 


1734 


B62-R3-C7 


EHWNTVDPFYFTLFEWLRESG 


1735 


B62-R3-C10 


EHWNTVDPFYQYFSELLRESG 


1736 


20E2B-3-B3-IR 


AGVNAG F YR Y FS TL LDWWDQG 


1737 


20E2-B-E3* 


IQGWEPFYGWFDDWAQMFEE 


1738 


20E2A-R4-F9 


PPWGARFYDAI EQLVFDNLCC 


1739 


RPNN-4-G6-HOLO* 


RWPNFYGYFESLLTHFS 


1740 


RPNN-4-F3-HOLO* 


HYNAFYEYFQVLLAETO 


1/41 


20E2A-R4-E2 


IGRVRS FYDAI DKLFQSDWER 


1742 


RPNN-2-C1-IR* 


EGWDFYSYFSGLLASVT 


1 74. 1 


20E2B-4-F12-IR 


SVKEVQFYRYFYDLLQSEESG 


1744 


20E2-B-E12 


GNSGGS FYRYFQLLLDSDGMS 


1745 


20E2A-R3-B6 


RDAGSSFYDAIDQLVCLTYFC 


1746 


Reverse B6-like (LxxLxxYF) (SEQ ID NO:1747): 




Clone 


Sequence 




rB6-A12 


LDALDRLMR YFEERP S L 


1748 


rB6-F9 


P LAEXjWAYF EH S EQGR S S AH 


1749 


rB6-4-E7-IR 


LDPLDALLQYFWSVPGH 


1750 


rB6-4-F9-IR 


RGRLGSLSTQFYNWFAE 


1751 


rB6-E6 


ADELEWLLDYFMHQPRP 


1752 


rB6-4-F12-IR 


DGVLEELFSYFSATVGP 


1753 


Group 6 (WPxYxWL) (SEQ ID NO:1754): 




Clone 


Sequence 




R2O0-4-A4-IR 


WP G YLF FE E ALQDWRG S TED 


1755 


Peptides by design**: 






Clone 


Sequence 




H2C-PD1-IR- 


AAVHEQFYDWFADQYKK 


1756 


A6S-PD1-IR- 


QAPSNFYDWFVREWDKK 


1757 
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20E2-PD1-IR- QS FYDYI EELLGGEWKK 1758 

B6C-PD1-IR- DPFYQGLWEWLRESGKK 1759 

5 REPRESENTATIVE SITE 2 PEPTIDES (C-C LOOPS) 
F8-dertved (Long C-C loop): 

Clone Sequence SEQ ID NO 

F8 HLCVLEELFWGASLFGYCSG 1760 

10 F8-C12 FQSLLEELVWGAPLFRYGTG 17 61 

F8-Des2 PLCVLEELFWGASLFGYCSG 1762 

F8-F12 PLCVLEELFWGASLFGQCSG 1763 

F8-B9 HLCVLEELFWGASL FGQCSG 1764 

15 F8-B12 DLRVLCELFGGAYVLGYCSE 1765 



20 



35 



NNKH-2B3 HRSVLKQLSWGASLFGOWAG 1766 

NNKH-2F9- HLSVGEELSWWVALLGQWAR 1767 

NNKH-4H4- APVSTEELRWGALLFGQWAG 1768 



D8-derived (Small C-C loop): 

Clone Sequence SEQ ID NO 

D8 KWLDQEWAWVQCEVYGRGCP SKK 1769 

D8-G1 QLEEEWAGVQCEVYGRECPS 1770 

25 D8-B5- ALEEEWAWVQVRS IRSGLPL 1771 

D8-A7 SLDQEWAWVQCEVYGRGCLS 1772 

D8-F1- WLEHEWAQIQCELYGRGCTY 1773 

Midi C-C loop: 

30 Clone Sequence 

D8-F10 GLEQGCPWVGLEVQCRGCPS 1774 



F8-B12- DLRVLCELFGGAYVLGYCSE 1775 

F8-A9 PLWGLCELFGGASLFGYCSS 1776 



**Based on analysis of entire panning data, amino acid preferences at each position were calculated 
to define these "idealized" peptides; * Peptides synthesized and currently being purified; - Peptides 
planned. 

In various aspects of the present invention, amino acid sequences 
40 comprising Site 1 motifs may bind to Site 1 of IR or Site 1 of IGF-1R. 
Similarly, amino acids sequences comprising Site 2 motifs may bind to Site 
2 of IR or Site 2 of IGF-1R. However, specific peptides may show higher 
binding affinity for IR than for IGF-1R, while other peptides may show higher 
binding affinity for IGF-1 R than for IR. In addition, Site 1 and Site 2 on IR do 
45 not cross-talk, i.e., Site 1 -binding sequences do not compete with Site 2- 
binding sequences at IR. In contrast, Site 1 and Site 2 on IGF-1 R do show 
some cross-talk, suggesting an allosteric effect. These aspects are 
illustrated in the Examples described hereinbelow. 
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E. Multivalent Ligands 

This invention provides ligands that preferentially bind different sites 
on IR and IGF-1R. The A6 amino acid sequence motif confers binding to IR 
at Site 1 (Figure 6). The D8 amino acid sequence motif confers binding to 
5 IR at Site 2 (Figure 6). Accordingly, multimeric ligands may be prepared 
according to the invention by covalently linking amino acid sequences. 
Depending on the purpose intended for the multivalent ligand, amino acid 
sequences that bind the same or different sites may be combined to form a 
single molecule. Where the multivalent ligand is constructed to bind to the 

10 same corresponding site on different receptors, or different subunits of a 
receptor, the amino acid sequences of the ligand for binding to the receptors 
may be the same or different, provided that if different amino acid 
sequences are used, they both bind to the same site. 

Multivalent ligands may be prepared by either expressing amino acid 

15 sequences which bind to the individual sites separately and then covalently 
linking them together, or by expressing the multivalent ligand as a single 
amino acid sequence which comprises within it the combination of specific 
amino acid sequences for binding. 

Various combinations of amino acid sequences may be combined to 

20 produce multivalent ligands having specific desirable properties. Thus, 
agonists may be combined with agonists, antagonists combined with 
antagonists, and agonists combined with antagonists. Combining amino 
acid sequences that bind to the same site to form a multivalent ligand may 
be useful to produce molecules that are capable of cross-linking together 

25 multiple receptor units. Multivalent ligands may also be constructed to 
combine amino acid sequences which bind to different sites (Figure 7). 

In view of the discovery disclosed herein of monomers having agonist 
properties at IR or IGF-1R, preparation of multivalent ligands may be useful 
to prepare ligands having more desirable pharmacokinetic properties due to 

30 the presence of multiple bind sites on a single molecule. In addition, 
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combining amino acid sequences that bind to different sites with different 
affinities provides a means for modulating the overall potency and affinity of 
the ligand for IR or IGF-1R. 

1 . Construction of Hybrids 

5 In one embodiment, hybrids of at least two peptides (e.g., dimer 

peptides) may be produced as recombinant fusion polypeptides, which are 
expressed in any suitable expression system. The polypeptides may bind 
the receptor as either fusion constructs containing amino acid sequences 
besides the ligand binding sequences or as cleaved proteins from which 

10 signal sequences or other sequences unrelated to ligand binding are 
removed. Sequences for facilitating purification of the fusion protein may 
also be expressed as part of the construct. Such sequences optionally may 
be subsequently removed to produce the mature binding ligand. 
Recombinant expression also provides means for producing large quantities 

15 of ligand. In addition, recombinant expression may be used to express 
different combinations of amino acid sequences and to vary the orientation 
of their combination, i.e., amino to carboxyl terminal orientation. 

In one embodiment shown below (Figure 28), MBP-FLAG®- 
PEPTIDE-(GGS) n (SEQ ID NO:1777)-PEPTIDE-E-TAG, a fusion construct 

20 producing a peptide dimer comprises a maltose binding protein amino acid 
sequence (MBP) or similar sequence useful for enabling the affinity 
chromatography purification of the expressed peptide sequences. This 
purification facilitating sequence may then be attached to a FLAG® 
sequence to provide a cleavage site to remove the initial sequence. The 

25 dimer then follows which includes the intervening linker and a tag sequence 
may be included at the carboxyl terminal portion to facilitate 
identification/purification of the expression of peptide. In the representative 
construct illustrated above, G and S are glycine and serine residues, which 
make up the linker sequence. As non-limiting examples, n can be 1, 2, 3, or 

30 4 to yield a linker sequence of 3, 6, 9, and 12 amino acids, respectively. 
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ln addition to producing the dimer peptides by recombinant protein 
expression, dimer peptides may also be produced by peptide synthesis 
whereby a synthetic technique such as Merrifield synthesis (Merrifield, 
1 997), may be used to construct the entire peptide. 
5 Other methods of constructing dimer peptides include introducing a 

linker molecule that activates the terminal end of a peptide so that it can 
covalently bind to a second peptide. Examples of such linkers include, but 
are not limited to, diaminoproprionic acid activated with an oxyamino 
function. A preferred linker is a dialdehyde having the formula 0=CH- 

10 (CH 2 ) n -CH=0, wherein n is at least 2 to 6, but is preferably 6 to produce a 
linker of about 25 to 30 angstroms in length. Other preferred linkers are 
shown in Table 3. Linkers may be used, for example, to couple monomers 
at either the carboxyl terminal or the amino terminal ends to form dimer 
peptides. Also, the chemistry can be inverted, i.e., the peptides to be 

15 coupled can be equipped with aldehyde functions, either by oxidation with 
sodium periodate of an N-terminal serine, or by oxidation of any other vicinal 
hydroxy- or amino-groups, and the linker can comprise two oxyamino 
functions (e.g., at end of a polyethylene glycol linker) or amino groups which 
are coupled by reductive amination. 

20 In specific embodiments, Site 1-Site 2 and Site 2-Site 1 orientations 

are possible. In addition, N-terminal to N-terminal (N-N); C-terminal to C- 
terminal (C-C); N-terminal to C-terminal (N-C); and C-terminal to N-terminal 
(C-N) linkages are possible. Accordingly, peptides may be oriented Site 1 to 
Site 2, or Site 2 to Site 1, and may be linked N-terminus to N-terminus, C- 

25 terminus to C-terminus, N-terminus to C-terminus, or C-terminus to N- 
terminus. In certain cases, a specific orientation may be preferable to 
others, for example, for maximal agonist or antagonist activity. 

In an unexpected and surprising result, the orientation and linkage of 
the monomer subunits has been found to dramatically alter dimer activity 

30 (see Examples, below). In particular, certain Site 1/Site 2 heterodimer 
sequences show agonist or antagonist activity at IR, depending on 
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orientation and linkage of the constituent monomer subunits. For example, 
a Site 1-Site 2 orientation (C-N linkage), e.g., the S453 heterodimer, shows 
antagonist activity at IR (Figure 18A; Table 7). In contrast, a Site 2-Site 1 
orientation (C-N linkage), e.g., the S455 heterodimer, shows potent agonist 
5 activity at IR (Figure 18D; Table 7). Similarly, Site 1-Site 2 (C-N linkage) 
heterodimers, e.g., S425 and S459, show antagonist activity at IR (Table 7), 
while Site 1-Site 2 (C-C or N-N linkage) heterodimers, e.g., S432-S438, 
S454, and S456, show agonist activity (Table 7). 

Whether produced by recombinant gene expression or by 

10 conventional chemical linkage technology, the various amino acid 
sequences may be coupled through linkers of various lengths. Where linked 
sequences are expressed recombinantly, and based on an average amino 
acid length of about 4 angstroms, the linkers for connecting the two amino 
acid sequences would typically range from about 3 to about 12 amino acids 

15 corresponding to from about 12 to about 48 A. Accordingly, the preferred 
distance between binding sequences is from about 2 to about 50 A. More 
preferred is 4 to about 40. The degree of flexibility of the linker between the 
amino acid sequences may be modulated by the choice of amino acids used 
to construct the linker. The combination of glycine and serine is useful for 

20 producing a flexible, relatively unrestrictive linker. A more rigid linker may 
be constructed by using amino acids with more complex side chains within 
the linkage sequence. 

2. Characterization Of Specific Dimers 

Specific dimers which are comprised of monomer subunits that both 
25 bind with high affinity to the same site on IR or IGF-1R (e.g., Site 1-Site 1 or 
Site 2-Site 2), or monomer subunits that bind to different sites on IR or IGF- 
1R (e.g., Site 1-Site 2 or Site 2-Site 1) are disclosed herein. 

Other combinations of peptides are within the scope of this invention 
and may be determined as demonstrated in the examples described herein. 
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F. Peptide Synthesis 

Many conventional techniques in molecular biology, protein 
biochemistry, and immunology may be used to produce the amino acid 
sequences for use with this invention. The present invention encompasses 
5 the specific amino acid sequences shown in Figures 1-4, 8, and 9 and Table 
7, inter alia, without additions (e.g., linker or spacer sequences) deletions, 
alterations, or modification. The present invention further encompasses 
variants that include additional sequences, altered sequences, and 
functional fragments thereof. In a preferred embodiment, the amino acid 

10 sequence variant or fragment shares at least one function characteristic 
(e.g., binding, agonist, or antagonist activity) of the reference sequence. 
Variant peptides include, for example, genetically engineered mutants, and 
may differ from the amino acid sequences shown in the figures and tables of 
the application by the addition, deletion, or substitution of one or more 

15 amino acid residues. Alterations may occur at the amino- or carboxy- 
terminal positions of the reference amino acid sequence or anywhere 
between those terminal positions, interspersed either individually among the 
amino acids in the reference sequence or in one or more contiguous groups 
within the reference sequence. In addition, variants may comprise synthetic 

20 or non-naturally occurring amino acids in accordance with this invention. 

Variant amino acid sequences can have conservative changes, 
wherein a substituted amino acid has similar structural or chemical 
properties, e.g., replacement of leucine with isoleucine. More infrequently, a 
variant peptide can have non-conservative changes, e.g., substitution of a 

25 glycine with a tryptophan. Guidance in determining which amino acid 
residues can be substituted, inserted, or deleted without abolishing binding 
or biological activity can be found using computer programs well-known in 
the art, for example, DNASTAR software (DNASTAR, Inc., Madison, Wl). 
Guidance is also provided by the data disclosed herein. In particular, 

30 Figures 1-4, 8, 9, 43, 44, and Table 7, inter alia, teach which amino acid 
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residues can be deleted, added, substituted, or modified, while maintaining 
the IR- or IGF-1R-related function(s) (e.g., binding, agonist, or antagonist 
activity) of the amino acid sequences. 

For the purposes of this invention, the amino acids are grouped as 
5 follows: amino acids possessing alcohol groups are serine (S) and 
threonine (T). Aliphatic amino acids are isoleucine (I), leucine (L), valine 
(V), and methionine (M). Aromatic amino acids are phenylalanine (F), 
histidine (H), tryptophan (W), and tyrosine (Y). Hydrophobic amino acids 
are alanine (A), cysteine (C), phenylalanine (F), glycine (G), histidine (H), 

10 isoleucine (I), leucine (L), methionine (M), arginine (R), threonine (T), valine 
(V), tryptophan (W), and tyrosine (Y). Negative amino acids are aspartic 
acid (D) and glutamic acid (E). The following amino acids are polar amino 
acids: cysteine (C), aspartic acid (D), glutamic acid (E), histidine (H), lysine 
(K), asparagine (N), glutamine (Q), arginine (R), serine (S), and threonine 

15 (T). Positive amino acids are histidine (H), lysine (K), and arginine (R). 
Small amino acids are alanine (A), cysteine (C), aspartic acid (D), glycine 
(G), asparagine (N), proline (P), serine (S), threonine (T), and valine (V). 
Very small amino acids are alanine (A), glycine (G) and serine (S). Amino 
acids likely to be involved in a turn formation are alanine (A), cysteine (C), 

20 aspartic acid (D), glutamic acid (E), glycine (G), histidine (H), lysine (K), 
asparagine (N), glutamine (Q), arginine (R), serine (S), proline (P), and 
threonine (T). As non-limiting examples, the amino acids within each of 
these defined groups may be substituted for each other in the formulas 
described above, as conservative substitutions, subject to the specific 

25 preferences stated herein. 

Substantial changes in function can be made by selecting 
substitutions that are less conservative than those shown in the defined 
groups, above. For example, non-conservative substitutions can be made 
which more significantly affect the structure of the peptide in the area of the 

30 alteration, for example, the alpha-helical, or beta-sheet structure; the charge 
or hydrophobicity of the molecule at the target site; or the bulk of the side 
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chain. The substitutions which generally are expected to produce the 
greatest changes in the peptide's properties are those where 1) a 
hydrophilic residue, e.g., seryl or threonyl, is substituted for (or by) a 
hydrophobic residue, e.g., leucyl, isoleucyl, phenylalanyl, valyl, or alanyl; 2) 
5 a cysteine or proline is substituted for (or by) any other residue; 3) a residue 
having an electropositive side chain, e.g., lysyl, arginyl, or histidyl, is 
substituted for (or by) an electronegative residue, e.g., glutamyl or aspartyl; 
or 4) a residue having a bulky side chain, e.g., phenylalanine, is substituted 
for (or by) a residue that does not have a side chain, e.g., glycine. 

10 Amino acid preferences have been identified for certain peptides and 

peptide groups of the present invention. For example, amino acid 
preferences for the RP9, D8, and Group 6 (Formula 10) peptides are shown 
in Tables 17-19, below. In some instances, cysteine pairs may also be 
preferred. For example, cysteine pairs are preferred in certain Formula 1 

15 and Formula 2 sequences described herein. In accordance with the 
invention, the amino acid sequences of the invention may include two or 
more cysteine residues, which may be separated by at least 3, 4, 5, 6, 7, 8, 
9, 10, 11, 12, 13, 14, 15, 16, 17, 18, or 19 amino acids, and may be 
positioned inside or outside the Formula 1 or Formula 2 motif sequence. 

20 Preferably, the cysteines are separated by 17 or 18 amino acids. 

Variants also include amino acid sequences in which one or more 
residues are modified (i.e., by phosphorylation, sulfation, acylation, 
PEGylation, etc.), and mutants comprising one or more modified residues. 
Amino acid sequences may also be modified with a label capable of 

25 providing a detectable signal, either directly or indirectly, including, but not 
limited to, radioisotope, fluorescent, and enzyme labels. Fluorescent labels 
include, for example, Cy3, Cy5, Alexa, BODIPY, fluorescein (e.g., FluorX, 
DTAF, and FITC), rhodamine (e.g., TRITC), auramine, Texas Red, AMCA 
blue, and Lucifer Yellow. Preferred isotope labels include 3 H, 14 C, 32 P, 35 

30 S, 36 CI, 51 Cr, 57 Co, 58 Co, 59 Fe, 90 Y, 125 I, 131 I, and 186 Re. Preferred 
enzyme labels include peroxidase, p-glucuronidase, p-D-glucosidase, p-D- 
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galactosidase, urease, glucose oxidase plus peroxidase, and alkaline 
phosphatase (see, e.g., U.S. Pat. Nos. 3,654,090; 3,850,752 and 
4,016,043). Enzymes can be conjugated by reaction with bridging 
molecules such as carbodiimides, diisocyanates, glutaraldehyde, and the 
5 like. Enzyme labels can be detected visually, or measured by calorimetric, 
spectrophotometric, fluorospectrophotometric, amperometric, or gasometric 
techniques. Other labeling systems, such as avidin/biotin, Tyramide Signal 
Amplification (TSA™), are known in the art, and are commercially available 
(see, e.g., ABC kit, Vector Laboratories, Inc., Burlingame, CA; NEN® Life 
10 Science Products, Inc., Boston, MA). 

1 . Recombinant Synthesis of Peptides 

To obtain recombinant peptides, DNA sequences encoding these 
peptides may be cloned into any suitable vectors for expression in intact 
host cells or in cell-free translation systems by methods well-known in the 

15 art (see Sambrook et a/., 1989). The particular choice of the vector, host, or 
translation system is not critical to the practice of the invention. 

A large number of vectors, including bacterial, yeast, and mammalian 
vectors, have been described for replication and/or expression in various 
host cells or cell-free systems, and may be used for gene therapy as well as 

20 for simple cloning or protein expression. In one aspect of the present 
invention, an expression vector comprises a nucleic acid encoding a IR or 
IGF-1R agonist or antagonist peptide, as described herein, operably linked 
to at least one regulatory sequence. Regulatory sequences are known in 
the art and are selected to direct expression of the desired protein in an 

25 appropriate host cell. Accordingly, the term regulatory sequence includes 
promoters, enhancers and other expression control elements (see D.V. 
Goeddel (1990) Methods Enzymol. 185:3-7). Enhancer and other 
expression control sequences are described in Enhancers and Eukaryotic 
Gene Expression, Cold Spring Harbor Press, Cold Spring Harbor, NY 

30 (1983). It should be understood that the design of the expression vector 
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may depend on such factors as the choice of the host cell to be transfected 
and/or the type of peptide desired to be expressed. 

Several regulatory elements (e.g., promoters) have been isolated and 
shown to be effective in the transcription and translation of heterologous 
5 proteins in the various hosts. Such regulatory regions, methods of isolation, 
manner of manipulation, etc. are known in the art. Non-limiting examples of 
bacterial promoters include the p-lactamase (penicillinase) promoter; lactose 
promoter; tryptophan (trp) promoter; araBAD (arabinose) operon promoter; 
lambda-derived P-i promoter and N gene ribosome binding site; and the 

10 hybrid tac promoter derived from sequences of the trp and lac UV5 
promoters. Non-limiting examples of yeast promoters include the 3- 
phosphoglycerate kinase promoter, glyceraldehyde-3-phosphate 
dehydrogenase (GAPDH) promoter, galactokinase (GAL1) promoter, 
galactoepimerase promoter, and alcohol dehydrogenase (ADH1) promoter. 

15 Suitable promoters for mammalian cells include, without limitation, viral 
promoters, such as those from Simian Virus 40 (SV40), Rous sarcoma virus 
(RSV), adenovirus (ADV), and bovine papilloma virus (BPV). Preferred 
replication and inheritance systems include M13, ColE1, SV40, baculovirus, 
lambda, adenovirus, CEN ARS, 2^m ARS and the like. While expression 

20 vectors may replicate autonomously, they may also replicate by being 
inserted into the genome of the host cell, by methods well-known in the art. 

To obtain expression in eukaryotic cells, terminator sequences, 
polyadenylation sequences, and enhancer sequences that modulate gene 
expression may be required. Sequences that cause amplification of the 

25 gene may also be desirable. Furthermore, sequences that facilitate 
secretion of the recombinant product from cells, including, but not limited to, 
bacteria, yeast, and animal cells, such as secretory signal sequences and/or 
preprotein or proprotein sequences, may also be included. These 
sequences are well-described in the art. DNA sequences can be optimized, 

30 if desired, for more efficient expression in a given host organism or 
expression system. For example, codons can be altered to conform to the 
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preferred codon usage in a given host cell or cell-free translation system 
using well-established techniques. 

Codon usage data can be obtained from publicly-available sources, 
for example, the Codon Usage Database at http://www.kazusa.or.jp/codon/. 
5 In addition, computer programs that translate amino acid sequence 
information into nucleotide sequence information in accordance with codon 
preferences (i.e., backtranslation programs) are widely available. See, for 
example, Backtranslate program from Genetics Computer Group (GCG) f 
Accelrys, Inc., Madison, Wl; and Backtranslation Applet from Entelechon 
10 GmbH, Regensburg, Germany. Thus, using the peptide sequences 
disclosed herein, one of ordinary skill in the art can design nucleic acids to 
yield optimal expression levels in the translation system or host cell of 
choice. 

Expression and cloning vectors will likely contain a selectable marker, 
15 a gene encoding a protein necessary for survival or growth of a host cell 
transformed with the vector. The presence of this gene ensures growth of 
only those host cells that express the inserts. Typical selection genes 
encode proteins that 1) confer resistance to antibiotics or other toxic 
substances, e.g., ampicillin, neomycin, methotrexate, etc.; 2) complement 
20 auxotrophic deficiencies, or 3) supply critical nutrients not available from 
complex media, e.g., the gene encoding D-alanine racemase for Bacilli. 
Markers may be an inducible or non-inducible gene and will generally allow 
for positive selection. Non-limiting examples of markers include the 
ampicillin resistance marker (i.e., beta-lactamase), tetracycline resistance 
25 marker, neomycin/kanamycin resistance marker (i.e., neomycin 
phosphotransferase), dihydrofolate reductase, glutamine synthetase, and 
the like. The choice of the proper selectable marker will depend on the host 
cell, and appropriate markers for different hosts as understood by those of 
skill in the art. 

30 Suitable expression vectors for use with the present invention 

include, but are not limited to, pUC, pBluescript (Stratagene), pET 
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(Novagen, Inc., Madison, Wl), and pREP (Invitrogen) plasmids. Vectors can 
contain one or more replication and inheritance systems for cloning or 
expression, one or more markers for selection in the host, e.g., antibiotic 
resistance, and one or more expression cassettes. The inserted coding 
5 sequences can be synthesized by standard methods, isolated from natural 
sources, or prepared as hybrids. Ligation of the coding sequences to 
transcriptional regulatory elements (e.g., promoters, enhancers, and/or 
insulators) and/or to other amino acid encoding sequences can be carried 
out using established methods. 

10 Suitable cell-free expression systems for use with the present 

invention include, without limitation, rabbit reticulocyte lysate, wheat germ 
extract, canine pancreatic microsomal membranes, E. coli S30 extract, and 
coupled transcription/translation systems (Promega Corp., Madison, Wl). 
These systems allow the expression of recombinant peptides upon the 

15 addition of cloning vectors, DNA fragments, or RNA sequences containing 
protein-coding regions and appropriate promoter elements. 

Non-limiting examples of suitable host cells include bacteria, archea, 
insect, fungi (e.g., yeast), plant, and animal cells (e.g., mammalian, 
especially human). Of particular interest are Escherichia coli, Bacillus 

20 subtilis, Saccharomyces cerevisiae, SF9 cells, C129 cells, 293 cells, 
Neurospora, and immortalized mammalian myeloid and lymphoid cell lines. 
Techniques for the propagation of mammalian cells in culture are well- 
known (see, Jakoby and Pastan (Eds), 1979, Cell Culture. Methods in 
Enzymology, volume 58, Academic Press, Inc., Harcourt Brace Jovanovich, 

25 NY). Examples of commonly used mammalian host cell lines are VERO and 
HeLa cells, CHO cells, and WI38, BHK, and COS cell lines, although it will 
be appreciated by the skilled practitioner that other cell lines may be used, 
e.g., to provide higher expression, or other features. 

Host cells can be transformed, transfected, or infected as appropriate 

30 by any suitable method including electroporation, calcium chloride-, lithium 
chloride-, lithium acetate/polyethylene glycol-, calcium phosphate-, DEAE- 
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dextran-, liposome-mediated DNA uptake, spheroplasting, injection, 
microinjection, microprojectile bombardment, phage infection, viral infection, 
or other established methods. Alternatively, vectors containing the nucleic 
acids of interest can be transcribed in vitro, and the resulting RNA 
5 introduced into the host cell by well-known methods, e.g., by injection (see, 
Kubo et a/., 1988, FEBS Letts. 241:119). The cells into which have been 
introduced nucleic acids described above are meant to also include the 
progeny of such cells. 

Nucleic acids encoding the peptides of the invention may be isolated 

10 directly from recombinant phage libraries (e.g., RAPIDLIB® or GRABLIB® 
libraries) described herein. Alternatively, the polymerase chain reaction 
(PGR) method can be used to produce nucleic acids of the invention, using 
the recombinant phage libraries as templates. Primers used for PCR can be 
synthesized using the sequence information provided herein and can further 

15 be designed to introduce appropriate new restriction sites, if desirable, to 
facilitate incorporation into a given vector for recombinant expression. 

Nucleic acids encoding the peptides of the present invention can also 
be produced by chemical synthesis, e.g., by the phosphoramidite method 
described by Beaucage et a/., 1981, Tetra. Letts. 22:1859-1862, or the 

20 triester method according to Matteucci et a/., 1981, J. Am. Chem. Soc, 
103:3185, and can performed on commercial, automated oligonucleotide 
synthesizers. A double-stranded fragment may be obtained from the single- 
stranded product of chemical synthesis either by synthesizing the 
complementary strand and annealing the strands together under appropriate 

25 conditions or by adding the complementary strand using DNA polymerase 
with an appropriate primer sequence. 

The nucleic acids encoding the peptides of the invention can be 
produced in large quantities by replication in a suitable host cell. Natural or 
synthetic nucleic acid fragments, comprising at least ten contiguous bases 

30 coding for a desired amino acid sequence can be incorporated into 
recombinant nucleic acid constructs, usually DNA constructs, capable of 
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introduction into and replication in a prokaryotic or eukaryotic cell. Usually 
the nucleic acid constructs will be suitable for replication in a unicellular 
host, such as yeast or bacteria, but may also be intended for introduction to 
(with and without integration within the genome) cultured mammalian or 
5 plant or other eukaryotic cells, cell lines, tissues, or organisms. The 
purification of nucleic acids produced by the methods of the present 
invention is described, for example, in Sambrook et a/., 1989; F.M. Ausubel 
et a/., 1992, Current Protocols in Molecular Biology, J. Wiley and Sons, New 
York, NY. 

10 These nucleic acids can encode variant or truncated forms of the 

peptides as well as the reference peptides shown in Figures 1-4, 8, and 9 
and Table 7, inter alia. Large quantities of the nucleic acids and peptides of 
the present invention may be prepared by expressing the nucleic acids or 
portions thereof in vectors or other expression vehicles in compatible 

15 prokaryotic or eukaryotic host cells. The most commonly used prokaryotic 
hosts are strains of Escherichia co//, although other prokaryotes, such as 
Bacillus subtilis or Pseudomonas may also be used. Mammalian or other 
eukaryotic host cells, such as those of yeast, filamentous fungi, plant, insect, 
or amphibian or avian species, may also be useful for production of the 

20 proteins of the present invention. For example, insect cell systems (i.e., 
lepidopteran host cells and baculovirus expression vectors) are particularly 
suited for large-scale protein production. 

Host cells carrying an expression vector (i.e., transformants or 
clones) are selected using markers depending on the mode of the vector 

25 construction. The marker may be on the same or a different DNA molecule, 
preferably the same DNA molecule. In prokaryotic hosts, the transformant 
may be selected, e.g., by resistance to ampicillin, tetracycline or other 
antibiotics. Production of a particular product based on temperature 
sensitivity may also serve as an appropriate marker. 

30 For some purposes, it is preferable to produce the peptide in a 

recombinant system in which the peptide contains an additional sequence 
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(e.g., epitope or protein) tag that facilitates purification. Non-limiting 
examples of epitope tags include c-myc, haemagglutinin (HA), polyhistidine 
(6X-HIS)(SEQ ID NO:1778), GLU-GLU, and DYKDDDDK (SEQ ID 
NO:1779) or DYKD (SEQ ID NO:1545; FLAG®) epitope tags. Non-limiting 
5 examples of protein tags include glutathione-S-transferase (GST), green 
fluorescent protein (GFP), and maltose binding protein (MBP). In one 
approach, the coding sequence of a peptide can be cloned into a vector that 
creates a fusion with a sequence tag of interest. Suitable vectors include, 
without limitation, pRSET (Invitrogen Corp., San Diego, CA), pGEX 

10 (Amersham Pharmacia Biotech, Inc., Piscataway, NJ), pEGFP (CLONTECH 
Laboratories, Inc., Palo Alto, CA), and pMAL™ (New England BioLabs, Inc., 
Beverly, MA) plasmids. Following expression, the epitope or protein tagged 
peptide can be purified from a crude lysate of the translation system or host 
cell by chromatography on an appropriate solid-phase matrix. In some 

15 cases, it may be preferable to remove the epitope or protein tag (i.e., via 
protease cleavage) following purification. 

Methods for directly purifying peptides from sources such as cellular 
or extracellular lysates are well-known in the art (see Harris and Angal, 
1989). Such methods include, without limitation, sodium dodecylsulfate- 

20 polyacrylamide gel electrophoresis (SDS-PAGE), preparative disc-gel 
electrophoresis, isoelectric focusing, high-performance liquid 
chromatography (HPLC), reversed-phase HPLC, gel filtration, ion exchange 
and partition chromatography, countercurrent distribution, and combinations 
thereof. Peptides can be purified from many possible sources, for example, 

25 plasma, body tissues, or body fluid lysates derived from human or animal, 
including mammalian, bird, fish, and insect sources. 

Antibody-based methods may also be used to purify peptides. 
Antibodies that recognize these peptides or fragments derived therefrom 
can be produced and isolated. The peptide can then be purified from a 

30 crude lysate by chromatography on an antibody-conjugated solid-phase 
matrix (see Harlow and Lane, 1998). 
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2. Chemical Synthesis Of Peptides 

Alternately, peptides may be chemically synthesized by commercially 
available automated procedures, including, without limitation, exclusive solid 
phase synthesis, partial solid phase methods, fragment condensation or 
5 classical solution synthesis. The peptides are preferably prepared by solid- 
phase peptide synthesis; for example, as described by Merrifield (1965; 
1997). 

According to methods known in the art, peptides can be chemically 
synthesized by commercially available automated procedures, including, 

10 without limitation, exclusive solid phase synthesis, partial solid phase 
methods, fragment condensation, classical solution synthesis. In addition, 
recombinant and synthetic methods of peptide production can be combined 
to produce semi-synthetic peptides. The peptides of the invention are 
preferably prepared by solid phase peptide synthesis as described by 

15 Merrifield, 1963, J. Am. Chem. Soc. 85:2149; 1997. In one embodiment, 
synthesis is carried out with amino acids that are protected at the alpha- 
amino terminus. Trifunctional amino acids with labile side-chains are also 
protected with suitable groups to prevent undesired chemical reactions from 
occurring during the assembly of the peptides. The alpha-amino protecting 

20 group is selectively removed to allow subsequent reaction to take place at 
the amino-terminus. The conditions for the removal of the alpha-amino 
protecting group do not remove the side-chain protecting groups. 

The alpha-amino protecting groups are those known to be useful in 
the art of stepwise peptide synthesis. Included are acyl type protecting 

25 groups, e.g., formyl, trifluoroacetyl, acetyl, aromatic urethane type protecting 
groups, e.g., benzyloxycarbonyl (Cbz), substituted benzyloxycarbonyl and 9- 
fluorenylmethyloxycarbonyl (Fmoc), aliphatic urethane protecting groups, 
e.g., t-butyloxycarbonyl (Boc), isopropyloxycarbonyl, cyclohexyloxycarbonyl, 
and alkyl type protecting groups, e.g., benzyl, triphenylmethyl. The 

30 preferred protecting group is Boc. The side-chain protecting groups for Tyr 
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include tetrahydropyranyl, tert-butyl, trityl, benzyl, Cbz, 4-Br-Cbz and 2,6- 
dichlorobenzyl. The preferred side-chain protecting group for Tyr is 2,6- 
dichlorobenzyl. The side-chain protecting groups for Asp include benzyl, 
2,6-dichlorobenzyl, methyl, ethyl, and cyclohexyl. The preferred side-chain 
5 protecting group for Asp is cyclohexyl. The side-chain protecting groups for 
Thr and Ser include acetyl, benzoyl, trityl, tetrahydropyranyl, benzyl, 2,6- 
dichlorobenzyl, and Cbz. The preferred protecting group for Thr and Ser is 
benzyl. The side-chain protecting groups for Arg include nitro, Tos, Cbz, 
adamantyloxycarbonyl, and Boc. The preferred protecting group for Arg is 
10 Tos. The side-chain amino group of Lys can be protected with Cbz, 2-CI- 
Cbz, Tos, or Boc. The 2-CI-Cbz group is the preferred protecting group for 
Lys. 

The side-chain protecting groups selected must remain intact during 
coupling and not be removed during the deprotection of the amino-terminus 

15 protecting group or during coupling conditions. The side-chain protecting 
groups must also be removable upon the completion of synthesis, using 
reaction conditions that will not alter the finished peptide. 

Solid phase synthesis is usually carried out from the carboxy- 
terminus by coupling the alpha-amino protected (side-chain protected) 

20 amino acid to a suitable solid support. An ester linkage is formed when the 
attachment is made to a chloromethyl or hydroxymethyl resin, and the 
resulting peptide will have a free carboxyl group at the C-terminus. 
Alternatively, when a benzhydrylamine or p-methylbenzhydrylamine resin is 
used, an amide bond is formed and the resulting peptide will have a 

25 carboxamide group at the C-terminus. These resins are commercially 
available, and their preparation has described by Stewart et a/., 1984, Solid 
Phase Peptide Synthesis (2nd Edition), Pierce Chemical Co., Rockford, IL 

The C-terminal amino acid, protected at the side chain if necessary 
and at the alpha-amino group, is coupled to the benzhydrylamine resin using 

30 various activating agents including dicyclohexylcarbodiimide (DCC), N,N f - 
diisopropyl-carbodiimide and carbonyldiimidazole. Following the attachment 
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to the resin support, the alpha-amino protecting group is removed using 
trifluoroacetic acid (TFA) or HCI in dioxane at a temperature between 0 and 
25°C. Dimethylsulfide is added to the TFA after the introduction of 
methionine (Met) to suppress possible S-alkylation. After removal of the 
5 alpha-amino protecting group, the remaining protected amino acids are 
coupled stepwise in the required order to obtain the desired sequence. 

Various activating agents can be used for the coupling reactions 
including DCC,N,N'-diisopropyl-carbodiimide, benzotriazol-1 -yl-oxy-tris- 
(dimethylamino) phosphonium hexa-fluorophosphate (BOP) and DCC- 

10 hydroxy benzotriazole (HOBt). Each protected amino acid is used in excess 
(>2.0 equivalents), and the couplings are usually carried out in N- 
methylpyrrolidone (NMP) or in DMF, CH 2 CI 2 or mixtures thereof. The extent 
of completion of the coupling reaction is monitored at each stage, e.g., by 
the ninhydrin reaction as described by Kaiser et a/., 1970, Anal. Biochem. 

15 34:595. In cases where incomplete coupling is found, the coupling reaction 
is repeated. The coupling reactions can be performed automatically with 
commercially available instruments. 

After the entire assembly of the desired peptide, the peptide-resin is 
cleaved with a reagent such as liquid HF for 1-2 h at 0°C, which cleaves the 

20 peptide from the resin and removes all side-chain protecting groups. A 
scavenger such as anisole is usually used with the liquid HF to prevent 
cations formed during the cleavage from alkylating the amino acid residues 
present in the peptide. The peptide-resin can be deprotected with 
TFA/dithioethane prior to cleavage if desired. 

25 Side-chain to side-chain cyclization on the solid support requires the 

use of an orthogonal protection scheme which enables selective cleavage of 
the side-chain functions of acidic amino acids (e.g., Asp) and the basic 
amino acids (e.g., Lys). The 9-fluorenylmethyl (Fm) protecting group for the 
side-chain of Asp and the 9-fluorenylmethyloxycarbonyl (Fmoc) protecting 

30 group for the side-chain of Lys can be used for this purpose. In these 
cases, the side-chain protecting groups of the Boc-protected peptide-resin 
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are selectively removed with piperidine in DMF. Cyclization is achieved on 
the solid support using various activating agents including DCC, DCC/HOBt, 
or BOP. The HF reaction is carried out on the cyclized peptide-resin as 
described above. 

5 3. Peptide Libraries 

Peptide libraries produced and screened according to the present 
invention are useful in providing new ligands for IR and IGF-1R. Peptide 
libraries can be designed and panned according to methods described in 
detail herein, and methods generally available to those in the art (see, e.g., 

10 U.S. Patent No. 5,723,286 issued March 3, 1998 to Dower et a/.). In one 
aspect, commercially available phage display libraries can be used (e.g., 
RAPIDLIB® or GRABLIB®, DGI BioTechnologies, Inc., Edison, NJ; Ph.D. 
C7C Disulfide Constrained Peptide Library, New England Biolabs). In 
another aspect, an oligonucleotide library can be prepared according to 

1 5 methods known in the art, and inserted into an appropriate vector for peptide 
expression. For example, vectors encoding a bacteriophage structural 
protein, preferably an accessible phage protein, such as a bacteriophage 
coat protein, can be used. Although one skilled in the art will appreciate that 
a variety of bacteriophage may be employed in the present invention, in 

20 preferred embodiments the vector is, or is derived from, a filamentous 
bacteriophage, such as, for example, f1, fd, Pf1, M13, etc. In particular, the 
fd-tet vector has been extensively described in the literature (see, e.g., 
Zacher et a/., 1980, Gene 9:127-140; Smith et a/., 1985, Science 228:1 315- 
1317; Parmley and Smith, 1988, Gene 73:305-318). 

25 The phage vector is chosen to contain or is constructed to contain a 

cloning site located in the 5' region of the gene encoding the bacteriophage 
structural protein, so that the peptide is accessible to receptors in an affinity 
enrichment procedure as described hereinbelow. The structural phage 
protein is preferably a coat protein. An example of an appropriate coat 

30 protein is pill. A suitable vector may allow oriented cloning of the 
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oligonucleotide sequences that encode the peptide so that the peptide is 
expressed at or within a distance of about 100 amino acid residues of the N- 
terminus of the mature coat protein. The coat protein is typically expressed 
as a preprotein, having a leader sequence. 
5 Thus, desirably the oligonucleotide library is inserted so that the N- 

terminus of the processed bacteriophage outer protein is the first residue of 
the peptide, i.e., between the 3-terminus of the sequence encoding the 
leader protein and the S'-terminus of the sequence encoding the mature 
protein or a portion of the 5' terminus. The library is constructed by cloning 

10 an oligonucleotide which contains the variable region of library members 
(and any spacers, as discussed below) into the selected cloning site. Using 
known recombinant DNA techniques (see generally, Sambrook et a/., 1989, 
Molecular Cloning, A Laboratory Manual, 2d ed., Cold Spring Harbor 
Laboratory Press, Cold Spring Harbor, N.Y., 1989), an oligonucleotide may 

15 be constructed which, inter alia] 1) removes unwanted restriction sites and 
adds desired ones; 2) reconstructs the correct portions of any sequences 
which have been removed (such as a correct signal peptidase site, for 
example); 3) inserts the spacer residues, if any; and/or 4) corrects the 
translation frame (if necessary) to produce active, infective phage. 

20 The central portion of the oligonucleotide will generally contain one or 

more IR and/or IGF-1R binding sequences and, optionally, spacer 
sequences. The sequences are ultimately expressed as peptides (with or 
without spacers) fused to or in the N-terminus of the mature coat protein on 
the outer, accessible surface of the assembled bacteriophage particles. The 

25 size of the library will vary according to the number of variable codons, and 
hence the size of the peptides, which are desired. Generally the library will 
be at least about 10 6 members, usually at least 10 7 , and typically 10 8 or 
more members. To generate the collection of oligonucleotides which forms 
a series of codons encoding a random collection of amino acids and which 

30 is ultimately cloned into the vector, a codon motif is used, such as (NNK) X , 
where N may be A, C, G, or T (nominally equimolar), K is G or T (nominally 



WO 03/027246 PCT/US02/30412 



-69- 

equimolar), and x is typically up to about 5, 6, 7, 8, or more, thereby 
producing libraries of penta-, hexa-, hepta-, and octa-peptides or larger. 
The third position may also be G or C, designated "S'\ Thus, NNK or NNS 
1) code for all the amino acids; 2) code for only one stop codon; and 3) 
5 reduce the range of codon bias from 6:1 to 3:1 . 

It should be understood that, with longer peptides, the size of the 
library that is generated may become a constraint in the cloning process. 
The expression of peptides from randomly generated mixtures of 
oligonucleotides in appropriate recombinant vectors is known in the art (see, 

10 e.g., Oliphant et a/., Gene 44:177-183). For example, the codon motif 
(NNK) 6 produces 32 codons, one for each of 12 amino acids, two for each of 
five amino acids, three for each of three amino acids and one (amber) stop 
codon. Although this motif produces a codon distribution as equitable as 
available with standard methods of oligonucleotide synthesis, it results in a 

15 bias against peptides containing one-codon residues. In particular, a 
complete collection of hexacodons contains one sequence encoding each 
peptide made up of only one-codon amino acids, but contains 729 (3 6 ) 
sequences encoding each peptide with only three-codon amino acids. 

An alternative approach to minimize the bias against one-codon 

20 residues involves the synthesis of 20 activated trinucleotides, each 
representing the codon for one of the 20 genetically encoded amino acids. 
These are synthesized by conventional means, removed from the support 
while maintaining the base and 5-OH-protecting groups, and activated by 
the addition of 3'O-phosphoramidite (and phosphate protection with b- 

25 cyanoethyl groups) by the method used for the activation of 
mononucleosides (see, generally, McBride and Caruthers, 1983, 
Tetrahedron Letters 22:245). Degenerate oligocodons are prepared using 
these trimers as building blocks. The trimers are mixed at the desired molar 
ratios and installed in the synthesizer. The ratios will usually be 

30 approximately equimolar, but may be a controlled unequal ratio to obtain the 
over- to under-representation of certain amino acids coded for by the 
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degenerate oligonucleotide collection. The condensation of the trimers to 
form the oligocodons is done essentially as described for conventional 
synthesis employing activated mononucleosides as building blocks (see, 
e.g., Atkinson and Smith, 1984, Oligonucleotide Synthesis, M.J. Gait, Ed., p. 
5 35-82). This procedure generates a population of oligonucleotides for 
cloning that is capable of encoding an equal distribution (or a controlled 
unequal distribution) of the possible peptide sequences. Advantageously, 
this approach may be employed in generating longer peptide sequences, 
since the range of bias produced by the (NNK) 6 motif increases by three-fold 

10 with each additional amino acid residue. 

When the codon motif is (NNK) X , as defined above, and when x 
equals 8, there are 2.6. x 10 10 possible octa-peptides. A library containing 
most of the octa-peptides may be difficult to produce. Thus, a sampling of 
the octa-peptides may be accomplished by constructing a subset library 

15 using up to about 10% of the possible sequences, which subset of 
recombinant bacteriophage particles is then screened. If desired, to extend 
the diversity of a subset library, the recovered phage subset may be 
subjected to mutagenesis and then subjected to subsequent rounds of 
screening. This mutagenesis step may be accomplished in two general 

20 ways: the variable region of the recovered phage may be mutagenized, or 
additional variable amino acids may be added to the regions adjoining the 
initial variable sequences. 

To diversify around active peptides (i.e., binders) found in early 
rounds of panning, the positive phage can sequenced to determine the 

25 identity of the active peptides. Oligonucleotides can then be synthesized 
based on these peptide sequences. The syntheses are done with a low 
level of all bases incorporated at each step to produce slight variations of 
the primary oligonucleotide sequences. This mixture of (slightly) degenerate 
oligonucleotides can then be cloned into the affinity phage by methods 

30 known to those in the art. This method produces systematic, controlled 
variations of the starting peptide sequences as part of a secondary library. It 
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requires, however, that individual positive phage be sequenced before 
mutagenesis, and thus is useful for expanding the diversity of small numbers 
of recovered phage. 

An alternate approach to diversify the selected phage allows the 
5 mutagenesis of a pool, or subset, of recovered phage. In accordance with 
this approach, phage recovered from panning are pooled and single 
stranded DNA is isolated. The DNA is mutagenized by treatment with, e.g., 
nitrous acid, formic acid, or hydrazine. These treatments produce a variety 
of damage to the DNA. The damaged DNA is then copied with reverse 

10 transcriptase, which misincorporates bases when it encounters a site of 
damage. The segment containing the sequence encoding the receptor- 
binding peptide is then isolated by cutting with restriction nuclease(s) 
specific for sites flanking the peptide coding sequence. This mutagenized 
segment is then recloned into undamaged vector DNA, the DNA is 

15 transformed into cells, and a secondary library according to known methods. 
General mutagenesis methods are known in the art (see Myers et a/., 1985, 
Nucl. Acids Res. 13:3131-3145; Myers et a/., 1985, Science 229:242-246; 
Myers, 1989, Current Protocols in Molecular Biology Vol. /, 8.3.1-8.3.6, F. 
Ausubel et a/., eds, J. Wiley and Sons, New York). 

20 In another general approach, the addition of amino acids to a peptide 

or peptides found to be active, can be carried out using various methods. In 
one, the sequences of peptides selected in early panning are determined 
individually and new oligonucleotides, incorporating the determined 
sequence and an adjoining degenerate sequence, are synthesized. These 

25 are then cloned to produce a secondary library. Alternatively, methods can 
be used to add a second IR or IGF-1R binding sequence to a pool of 
peptide-bearing phage. In accordance with one method, a restriction site is 
installed next to the first IR or IGF-1R binding sequence. Preferably, the 
enzyme should cut outside of its recognition sequence. The recognition site 

30 may be placed several bases from the first binding sequence. To insert a 
second IR or IGF-1R binding sequence, the pool of phage DNA is digested 
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and blunt-ended by filling in the overhang with Klenow fragment. Double- 
stranded, blunt-ended, degenerately synthesized oligonucleotides are then 
ligated into this site to produce a second binding sequence juxtaposed to the 
first binding sequence. This secondary library is then amplified and 
5 screened as before. 

While in some instances it may be appropriate to synthesize longer 
peptides to bind certain receptors, in other cases it may be desirable to 
provide peptides having two or more IR or IGF-1R binding sequences 
separated by spacer (e.g., linker) residues. For example, the binding 

10 sequences may be separated by spacers that allow the regions of the 
peptides to be presented to the receptor in different ways. The distance 
between binding regions may be as little as 1 residue, or at least 2-20 
residues, or up to at least 100 residues. Preferred spacers are 3, 6, 9, 12, 
15, or 18 residues in length. For probing large binding sites or tandem 

15 binding sites (e.g., Site 1 and Site 2 of IR), the binding regions may be 
separated by a spacer of residues of up to 20 to 30 amino acids. The 
number of spacer residues when present will typically be at least 2 residues, 
and often will be less than 20 residues. 

The oligonucleotide library may have binding sequences which are 

20 separated by spacers (e.g., linkers), and thus may be represented by the 
formula: (NNK)y - (abc) n - (NNK) Z where N and K are as defined previously 
(note that S as defined previously may be substituted for K), and y+z is 
equal to about 5, 6, 7, 8, or more, a, b and c represent the same or different 
nucleotides comprising a codon encoding spacer amino acids, n is up to 

25 about 3, 6, 9, or 12 amino acids, or more. The spacer residues may be 
somewhat flexible, comprising oligo-glycine, or oligo-glycine-glycine-serine, 
for example, to provide the diversity domains of the library with the ability to 
interact with sites in a large binding site relatively unconstrained by 
attachment to the phage protein. Rigid spacers, such as, e.g., oligo-proline, 

30 may also be inserted separately or in combination with other spacers, 
including glycine spacers. It may be desired to have the IR or IGF-1R 



WO 03/027246 PCT/US02/30412 



-73- 

binding sequences close to one another and use a spacer to orient the 
binding sequences with respect to each other, such as by employing a turn 
between the two sequences, as might be provided by a spacer of the 
sequence glycine-proline-glycine, for example. To add stability to such a 
5 turn, it may be desirable or necessary to add cysteine residues at either or 
both ends of each variable region. The cysteine residues would then form 
disulfide bridges to hold the variable regions together in a loop, and in this 
fashion may also serve to mimic a cyclic peptide. Of course, those skilled in 
the art will appreciate that various other types of covalent linkages for 

10 cyclization may also be used. 

Spacer residues as described above may also be situated on either 
or both ends of the IR or IGF-1 R binding sequences. For instance, a cyclic 
peptide may be designed without an intervening spacer, by having a 
cysteine residue on both ends of the peptide. As described above, flexible 

1 5 spacers, e.g., oligo-glycine, may facilitate interaction of the peptide with the 
selected receptors. Alternatively, rigid spacers may allow the peptide to be 
presented as if on the end of a rigid arm, where the number of residues, 
e.g., proline residues, determines not only the length of the arm but also the 
direction for the arm in which the peptide is oriented. Hydrophilic spacers, 

20 made up of charged and/or uncharged hydrophilic amino acids, (e.g., Thr, 
His, Asn, Gin, Arg, Glu, Asp, Met, Lys, etc.), or hydrophobic spacers of 
hydrophobic amino acids (e.g., Phe, Leu, He, Gly, Val, Ala, etc.) may be 
used to present the peptides to receptor binding sites with a variety of local 
environments. 

25 Notably, some peptides, because of their size and/or sequence, may 

cause severe defects in the infectivity of their carrier phage. This causes a 
loss of phage from the population during reinfection and amplification 
following each cycle of panning. To minimize problems associated with 
defective infectivity, DNA prepared from the eluted phage can be 

30 transformed into appropriate host cells, such as, e.g., E. co//, preferably by 
electroporation (see, e.g., Dower et a/., Nucl. Acids Res. 16:6127-6145), or 
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well-known chemical means. The cells are cultivated for a period of time 
sufficient for marker expression, and selection is applied as typically done 
for DNA transformation. The colonies are amplified, and phage harvested 
for affinity enrichment in accordance with established methods. Phage 
5 identified in the affinity enrichment may be re-amplified by infection into the 
host cells. The successful transformants are selected by growth in an 
appropriate antibiotic(s), e.g., tetracycline or ampicillin. This may be done 
on solid or in liquid growth medium. 

For growth on solid medium, the cells are grown at a high density 

10 (about 10 8 to 10 9 transformants per m 2 ) on a large surface of, for example, 
L-agar containing the selective antibiotic to form essentially a confluent 
lawn. The cells and extruded phage are scraped from the surface and 
phage are prepared for the first round of panning (see, e.g., Parmley and 
Smith, 1988, Gene 73:305-318). For growth in liquid culture, cells may be 

15 grown in L-broth and antibiotic through about 10 or more doublings. The 
phage are harvested by standard procedures (see Sambrook et a/., 1989, 
Molecular Cloning, 2 nd ed.). Growth in liquid culture may be more 
convenient because of the size of the libraries, while growth on solid media 
likely provides less chance of bias during the amplification process. 

20 For affinity enrichment of desired clones, generally about 10 3 to 10 4 

library equivalents (a library equivalent is one of each recombinant; 10 4 
equivalents of a library of 10 9 members is 10 9 x 10 4 = 10 13 phage), but 
typically at least 10 2 library equivalents, up to about 10 5 to 10 6 , are 
incubated with a receptor (or portion thereof) to which the desired peptide is 

25 sought. The receptor is in one of several forms appropriate for affinity 
enrichment schemes. In one example the receptor is immobilized on a 
surface or particle, and the library of phage bearing peptides is then panned 
on the immobilized receptor generally according to procedures known in the 
art. In an alternate scheme, a receptor is attached to a recognizable ligand 

30 (which may be attached via a tether). A specific example of such a ligand is 
biotin. The receptor, so modified, is incubated with the library of phage and 
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binding occurs with both reactants in solution. The resulting complexes are 
then bound to streptavidin (or avidin) through the biotin moiety. The 
streptavidin may be immobilized on a surface such as a plastic plate or on 
particles, in which case the complexes 

5 (phage/peptide/receptor/biotin/streptavidin) are physically retained; or the 
streptavidin may be labeled, with a fluorophor, for example, to tag the active 
phage/peptide for detection and/or isolation by sorting procedures, e.g., on a 
fluorescence-activated cell sorter. 

Phage that associate with IR or IGF-1R via non-specific interactions 

10 are removed by washing. The degree and stringency of washing required 
will be determined for each receptor/peptide of interest. A certain degree of 
control can be exerted over the binding characteristics of the peptides 
recovered by adjusting the conditions of the binding incubation and the 
subsequent washing. The temperature, pH, ionic strength, divalent cation 

15 concentration, and the volume and duration of the washing will select for 
peptides within particular ranges of affinity for the receptor. Selection based 
on slow dissociation rate, which is usually predictive of high affinity, is the 
most practical route. This may be done either by continued incubation in the 
presence of a saturating amount of free ligand, or by increasing the volume, 

20 number, and length of the washes. In each case, the rebinding of 
dissociated peptide-phage is prevented, and with increasing time, peptide- 
phage of higher and higher affinity are recovered. Additional modifications 
of the binding and washing procedures may be applied to find peptides that 
bind receptors under special conditions. Once a peptide sequence that 

25 imparts some affinity and specificity for the receptor molecule is known, the 
diversity around this binding motif may be embellished. For instance, 
variable peptide regions may be placed on one or both ends of the identified 
sequence. The known sequence may be identified from the literature, or 
may be derived from early rounds of panning in the context of the present 

30 invention. 
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G. Screening Assays 

In another embodiment of this invention, screening assays to identify 
pharmacologically active ligands at IR and/or IGF-1R are provided. Ligands 
may encompass numerous chemical classes, though typically they are 
5 organic molecules, preferably small organic compounds having a molecular 
weight of more than 50 and less than about 2,500 daltons. Such ligands 
can comprise functional groups necessary for structural interaction with 
proteins, particularly hydrogen bonding, and typically include at least an 
amine, carbonyl, hydroxyl or carboxyl group, preferably at least two of the 

10 functional chemical groups. Ligands often comprise cyclical carbon or 
heterocyclic structures and/or aromatic or polyaromatic structures 
substituted with one or more of the above functional groups. Ligands can 
also comprise biomolecules including peptides, saccharides, fatty acids, 
steroids, purines, pyrimidines, derivatives, structural analogs, or 

1 5 combinations thereof. 

Ligands may include, for example, 1) peptides such as soluble 
peptides, including Ig-tailed fusion peptides and members of random peptide 
libraries (see, e.g., Lam et a/., 1991, Nature 354:82-84; Houghten et al. 9 
1991, Nature 354:84-86) and combinatorial chemistry-derived molecular 

20 libraries made of D- and/or L-configuration amino acids; 2) phosphopeptides 
(e.g., members of random and partially degenerate, directed 
phosphopeptide libraries, see, e.g., Songyang et a/., 1993, Cell 72:767-778); 
3) antibodies (e.g., polyclonal, monoclonal, humanized, anti-idiotypic, 
chimeric, and single chain antibodies as well as Fab, F(ab') 2 , Fab 

25 expression library fragments, and epitope-binding fragments of antibodies); 
and 4) small organic and inorganic molecules. 

Ligands can be obtained from a wide variety of sources including 
libraries of synthetic or natural compounds. Synthetic compound libraries 
are commercially available from, for example, Maybridge Chemical Co. 

30 (Trevillet, Cornwall, UK), Comgenex (Princeton, NJ), Brandon Associates 
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(Merrimack, NH), and Microsource (New Milford, CT). A rare chemical 
library is available from Aldrich Chemical Company, Inc. (Milwaukee, Wl). 
Natural compound libraries comprising bacterial, fungal, plant or animal 
extracts are available from, for example, Pan Laboratories (Bothell, WA). In 
5 addition, numerous means are available for random and directed synthesis 
of a wide variety of organic compounds and biomolecules, including 
expression of randomized oligonucleotides. 

Alternatively, libraries of natural compounds in the form of bacterial, 
fungal, plant and animal extracts can be readily produced. Methods for the 
10 synthesis of molecular libraries are readily available (see, e.g., DeWitt ef a/., 
1993, Proc. Natl. Acad. Sci. USA 90:6909; Erb ef a/., 1994, Proc. Natl. Acad. 
Sci. USA 91:11422; Zuckermann et a/., 1994, J. Med. Chem. 37:2678; Cho 
et a/., 1993, Science 261:1303; Carell ef a/., 1994, Angew. Chem. Int. Ed. 
Engl. 33:2059; Carell et al., 1994, Angew. Chem. Int. Ed. Engl. 33:2061; and 
15 in Gallop et a/., 1994, J. Med. Chem. 37:1233). In addition, natural or 
synthetic compound libraries and compounds can be readily modified 
through conventional chemical, physical and biochemical means (see, e.g., 
Blondelle et a/., 1996, Trends in Biotech. 14:60), and may be used to 
produce combinatorial libraries. In another approach, previously identified 
20 pharmacological agents can be subjected to directed or random chemical 
modifications, such as acylation, alkylation, esterification, amidification, and 
the analogs can be screened for IR-modulating activity. 

Numerous methods for producing combinatorial libraries are known in 
the art, including those involving biological libraries; spatially addressable 
25 parallel solid phase or solution phase libraries; synthetic library methods 
requiring deconvolution; the 'one-bead one-compound' library method; and 
synthetic library methods using affinity chromatography selection. The 
biological library approach is limited to polypeptide or peptide libraries, while 
the other four approaches are applicable to polypeptide, peptide, non- 
30 peptide oligomer, or small molecule libraries of compounds (K. S. Lam, 
1997, Anticancer Drug Des. 12:145). 
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Libraries may be screened in solution by methods generally known in 
the art for determining whether ligands competitively bind at a common 
binding site. Such methods may including screening libraries in solution 
(e.g., Houghten, 1992, Biotechniques 13:412-421), or on beads (Lam, 1991, 
5 Nature 354:82-84), chips (Fodor, 1993, Nature 364:555-556), bacteria or 
spores (Ladner U.S. Pat No. 5,223,409), plasmids (Cull et a/., 1992, Proc. 
Natl. Acad. Sci. USA 89:1865-1869), or on phage (Scott and Smith, 1990, 
Science 249:386-390; Devlin, 1990, Science 249:404-406; Cwirla et a/., 
1990, Proc. Natl. Acad. Sci. USA 97:6378-6382; Felici, 1991, J. Mol. Biol. 

10 222:301-310; Ladner, supra). 

Where the screening assay is a binding assay, IR, or one of the IR- 
binding peptides disclosed herein, may be joined to a label, where the label 
can directly or indirectly provide a detectable signal. Various labels include 
radioisotopes, fluorescent molecules, chemiluminescent molecules, 

15 enzymes, specific binding molecules, particles, e.g., magnetic particles, and 
the like. Specific binding molecules include pairs, such as biotin and 
streptavidin, digoxin and antidigoxin, etc. For the specific binding members, 
the complementary member would normally be labeled with a molecule that 
provides for detection, in accordance with known procedures. 

20 A variety of other reagents may be included in the screening assay. 

These include reagents like salts, neutral proteins, e.g., albumin, detergents, 
etc., which are used to facilitate optimal protein-protein binding and/or 
reduce non-specific or background interactions. Reagents that improve the 
efficiency of the assay, such as protease inhibitors, nuclease inhibitors, anti- 

25 microbial agents, etc., may be used. The components are added in any 
order that produces the requisite binding. Incubations are performed at any 
temperature that facilitates optimal activity, typically between 4° and 40°C. 
Incubation periods are selected for optimum activity, but may also be 
optimized to facilitate rapid high-throughput screening. Normally, between 

30 0.1 and 1 h will be sufficient. In general, a plurality of assay mixtures is run 
in parallel with different test agent concentrations to obtain a differential 
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response to these concentrations. Typically, one of these concentrations 
serves as a negative control, i.e., at zero concentration or below the level of 
detection. 

The screening assays provided in accordance with this invention are 
5 based on those disclosed in International application WO 96/04557, which is 
incorporated herein in its entirety. Briefly, WO 96/04557 discloses the use 
of reporter peptides that bind to active sites on targets and possess agonist 
or antagonist activity at the target. These reporters are identified from 
recombinant libraries and are either peptides with random amino acid 

10 sequences or variable antibody regions with at least one CDR region that 
has been randomized (rVab). The reporter peptides may be expressed in 
cell recombinant expression systems, such as for example in E. co//, or by 
phage display (see WO 96/04557 and Kay et al. 1996, MoL Divers. 
1(2): 139-40, both of which are incorporated herein by reference). The 

1 5 reporters identified from the libraries may then be used in accordance with 
this invention either as therapeutics themselves, or in competition binding 
assays to screen for other molecules, preferably small, active molecules, 
which possess similar properties to the reporters and may be developed as 
drug candidates to provide agonist or antagonist activity. Preferably, these 

20 small organic molecules are orally active. 

The basic format of an in vitro competitive receptor binding assay as 
the basis of a heterogeneous screen for small organic molecular 
replacements for insulin may be as follows: occupation of the active site of 
IR is quantified by time-resolved fluorometric detection (TRFD) with 

25 streptavid in-labeled europium (saEu) complexed to biotinylated peptides 
(bP). In this assay, saEu forms a ternary complex with bP and IR (i.e., 
IR:bP:saEu complex). The TRFD assay format is well-established, 
sensitive, and quantitative (Tompkins et al., 1993, J. Immunol. Methods 

163:209-216). The assay can use a single-chain antibody or a biotinylated 

> 

30 peptide. Furthermore, both assay formats faithfully report the competition of 
the biotinylated ligands binding to the active site of IR by insulin. 
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ln these assays, soluble IR is coated on the surface of microtiter 
wells, blocked by a solution of 0.5% bovine serum albumin (BSA) and 2% 
non-fat milk in PBS, and then incubated with biotinylated peptide or rVab. 
Unbound bP is then washed away and saEu is added to complex with 
5 receptor-bound bP. Upon addition of the acidic enhancement solution, the 
bound europium is released as free Eu 3+ which rapidly forms a highly 
fluorescent and stable complex with components of the enhancement 
solution. The IR:bP bound saEu is then converted into its highly fluorescent 
state and detected by a detector such as Wallac Victor II (EG&G Wallac, 
10 Inc.) 

Phage display libraries can also be screened for ligands that bind to 
IR or IGF-1R, as described above. Details of the construction and analyses 
of these libraries, as well as the basic procedures for biopanning and 
selection of binders, have been published (see, e.g., WO 96/04557; 

15 Mandecki et a/., 1997, Display Technologies - Novel Targets and 
Strategies, P. Guttry (ed), International Business Communications, Inc. 
Southborogh, MA, pp. 231-254; Ravera et a/., 1998, Oncogene 16:1993- 
1999; Scott and Smith, 1990, Science 249:386-390); Grihalde et a/., 1995, 
Gene 166:187-195; Chen et al. y 1996, Proc. Natl. Acad. Sci. USA 93:1997- 

20 2001; Kay et aL, 1993, Gene 128:59-65; Carcamo et a/., 1998, Proc. Natl. 
Acad. Sci. USA 95:11146-11151; Hoogenboom, 1997, Trends BiotechnoL 
15:62-70; Rader and Barbas, 1997, Curr. Opin. BiotechnoL 8:503-508; all of 
which are incorporated herein by reference). 

The designing of mimetics to a known pharmaceutical^ active 

25 compound is a known approach to the development of pharmaceuticals 
based on a "lead" compound. This might be desirable where the active 
compound is difficult or expensive to synthesize or where it is unsuitable for 
a particular method of administration, e.g., peptides are generally unsuitable 
active agents for oral compositions as they tend to be quickly degraded by 

30 proteases in the alimentary canal. Mimetic design, synthesis, and testing 
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are generally used to avoid large-scale screening of molecules for a target 
property. 

There are several steps commonly taken in the design of a mimetic 
from a compound having a given target property. First, the particular parts 
5 of the compound that are critical and/or important in determining the target 
property are determined. In the case of a peptide, this can be done by 
systematically varying the amino acid residues in the peptide (e.g., by 
substituting each residue in turn). These parts or residues constituting the 
active region of the compound are known as its "pharmacophore". 

10 Once the pharmacophore has been found, its structure is modeled 

according to its physical properties (e.g., stereochemistry, bonding, size, 
and/or charge), using data from a range of sources (e.g., spectroscopic 
techniques, X-ray diffraction data, and NMR). Computational analysis, 
similarity mapping (which models the charge and/or volume of a 

15 pharmacophore, rather than the bonding between atoms), and other 
techniques can be used in this modeling process. 

In a variant of this approach, the three dimensional structure of the 
ligand and its binding partner are modeled. This can be especially useful 
where the ligand and/or binding partner change conformation on binding, 

20 allowing the model to take account of this in the design of the mimetic. 

A template molecule is then selected, and chemical groups that 
mimic the pharmacophore can be grafted onto the template. The template 
molecule and the chemical groups grafted on to it can conveniently be 
selected so that the mimetic is easy to synthesize, is likely to be 

25 pharmacologically acceptable, does not degrade in vivo, and retains the 
biological activity of the lead compound. The mimetics found are then 
screened to ascertain the extent they exhibit the target property, or to what 
extent they inhibit it. Further optimization or modification can then be carried 
out to arrive at one or more final mimetics for in vivo or clinical testing. 

30 This invention provides specific IR and IGF-1R amino acid sequences 

that function as either agonists or antagonists at IR and/or IGF-1R. 
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Additional sequences may be obtained in accordance with the procedures 
described herein. 

H. Use of the Peptides Provided by this Invention 

The IR and IGF-1R agonist and antagonist peptides provided by this 
5 invention are useful as lead compounds for identifying other more potent or 
selective therapeutics, assay reagents for identifying other useful ligands by, 
for example, competition screening assays, as research tools for further 
analysis of IR and IGF-1R, and as potential therapeutics in pharmaceutical 
compositions. In one embodiment, one or more of the disclosed peptides 

10 can be provided as components in a kit for identifying other ligands (e.g., 
small, organic molecules) that bind to IR or IGF-1R. Such kits may also 
comprise IR or IGF-1R, or functional fragments thereof. The peptide and 
receptor components of the kit may be labeled (e.g., by radioisotopes, 
fluorescent molecules, chemiluminescent molecules, enzymes or other 

15 labels), or may be unlabeled and labeling reagents may be provided. The 
kits may also contain peripheral reagents such as buffers, stabilizers, etc. 
Instructions for use can also be provided. 

In another embodiment, the peptide sequences provided by this 
invention can be used to design secondary peptide libraries, which are 

20 derived from the peptide sequences, and include members that bind to Site 
1 and/or Site 2 of IR or IGF-1R. Such libraries can be used to identify 
sequence variants that increase or otherwise modulate the binding and/or 
activity of the original peptide at IR or IGF-1R, as described in the related 
applications of Beasley et a/. International Application PCT/US00/08528, 

25 filed March 29, 2000, and Beasley et a/., U.S. Application Serial No. 
09/538,038, filed March 29, 2000, in accordance with well-established 
techniques. 

IR agonist amino acid sequences provided by this invention are 
useful as insulin analogs and may therefore be developed as treatments for 
30 diabetes or other diseases associated with a decreased response or 
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production of insulin. For use as an insulin supplement or replacement, 
amino acid sequences include D117/H2C: FHENFYDWFVRQVSK (SEQ ID 
NO:1780); D117/H2C minus terminal lysine: FHENFYDWFVRQVS (SEQ ID 
NO: 1557); D118: DYKDFYDAIQLVRSARAGGTRDKK (SEQ ID NO:1781); 
5 D118 minus FLAG® tag and terminal lysines: FYDAIQLVRSARAGGTRD 
(SEQ ID NO:1782); D119: KDRAFYNGLRDLVGAVYGAWDKK (SEQ ID 
NO:1733); D119 minus terminal lysines: KDRAFYNGLRDLVGAVYGAWD 
(residues 1-21 of SEQ ID NO:1733); D116/JBA5: 
DYKDLCQSWGVRIGWLAGLCPKK (SEQ ID NO:1541); D116/JBA5 minus 

10 FLAG® tag and terminal lysines: LCQSWGVRIGWLAGLCP (SEQ ID 
NO:1542); D113/H2: D YKDVTFTS AVFH E N F YD W FVRQ VS KK (SEQ ID 
NO:1783); D113/H2 minus FLAG® tag and terminal lysines: 
VTFTS A V F H E N F YDW F VRQ VS (SEQ ID NO: 1784); and S175: 
GRVDWLQRNANFYDWFVAELG (SEQ ID NO:1560). Preferred peptide 

15 dimer sequences are represented by S325, S332, S333, S335, S337, S353, 
S374-S376, S378, S379, S381, S414, S415, and S418 (see Table 7). Other 
preferred dimers sequences are represented by S455, S457, S458, S467, 
S468, S471, S499, S510, S518, S519, and S520 sequences (see Table 7). 
Especially preferred is the S519 dimer sequence, which shows in vitro and 

20 in vivo activity comparable to insulin (see Figures 31 A-C, 32A-B, and 33). 

IGF-1R antagonist amino acid sequences provided by this invention 
are useful as treatments for cancers, including, but not limited to, breast, 
prostate, colorectal, and ovarian cancers. Human and breast cancers are 
responsible for over 40,000 deaths per year, as present treatments such as 

25 surgery, chemotherapy, radiation therapy, and immunotherapy show limited 
success. The IGF-1R antagonist amino acid sequences disclosed herein 
are also useful for the treatment or prevention of diabetic retinopathy. 
Recent reports have shown that a previously identified IGF-1R antagonist 
can suppress retinal neovascularization, which causes diabetic retinopathy 

30 (Smith et ai, 1999, Nat. Med. 5:1390-1395). Preferred IGF-1R antagonist 
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amino acid sequences include those comprising the sequences of RP33- 
IGF and RP33K-IGF (Tables 24-26). 

IGF-1 R agonist amino acid sequences provided by this invention are 
useful for development as treatments for neurological disorders, including 
5 stroke and diabetic neuropathy. Reports of several different groups 
implicate IGF-1 R in the reduction of global brain ischemia, and support the 
use of IGF-1 for the treatment of diabetic neuropathy (reviewed in Auer et 
a/., 1998, Neurology 51:S39-S43; Apfel, 1999, Am. J. Med. 107:34S-42S). 
The IGF-1 R agonist peptides of the invention may be useful for enhancing 
10 the survival of cells and/or blocking apoptosis in cells. Preferred IGF-1 R 
agonist amino acid sequences include those comprising the sequences of 
G33, RP48, RP60, and RP30-IGF-12-RP31-IGF (Tables 27-29). 

I. Methods of Administration 

The amino acid sequences of this invention may be administered as 
15 pharmaceutical compositions comprising standard carriers known in the art 
for delivering proteins and peptides and by gene therapy. Preferably, a 
pharmaceutical composition includes, in admixture, a pharmaceutical^ (i.e., 
physiologically) acceptable carrier, excipient, or diluent, and one or more of 
an IR or IGF-1 R agonist or antagonist peptide, as an active ingredient. The 
20 preparation of pharmaceutical compositions that contain peptides as active 
ingredients is well understood in the art. Typically, such compositions are 
prepared as injectables, either as liquid solutions or suspensions, however, 
solid forms suitable for solution in, or suspension in, liquid prior to injection 
can also be prepared. The preparation can also be emulsified. The active 
25 therapeutic ingredient is often mixed with excipients that are 
pharmaceutically (i.e., physiologically) acceptable and compatible with the 
active ingredient. Suitable excipients are, for example, water, saline, 
dextrose, glycerol, ethanol, or the like and combinations thereof. In addition, 
if desired, the composition can contain minor amounts of auxiliary 
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substances such as wetting or emulsifying agents, pH-buffering agents, 
which enhance the effectiveness of the active ingredient. 

An IR or IGF-1R agonist or antagonist peptide can be formulated into 
a pharmaceutical composition as neutralized physiologically acceptable salt 
5 forms. Suitable salts include the acid addition salts (i.e., formed with the 
free amino groups of the peptide molecule) and which are formed with 
inorganic acids such as, for example, hydrochloric or phosphoric acids, or 
such organic acids as acetic, oxalic, tartaric, mandelic, and the like. Salts 
formed from the free carboxyl groups can also be derived from inorganic 

10 bases such as, for example, sodium, potassium, ammonium, calcium, or 
ferric hydroxides, and such organic bases as isopropylamine, 
trimethylamine, 2-ethylamino ethanol, histidine, procaine, and the like. 

The pharmaceutical compositions can be administered systemically 
by oral or parenteral routes. Non-limiting parenteral routes of administration 

15 include subcutaneous, intramuscular, intraperitoneal, intravenous, 
transdermal, inhalation, intranasal, intra-arterial, intrathecal, enteral, 
sublingual, or rectal. Due to the labile nature of the amino acid sequences 
parenteral administration is preferred. Preferred modes of administration 
include aerosols for nasal or bronchial absorption; suspensions for 

20 intravenous, intramuscular, intrasternal or subcutaneous, injection; and 
compounds for oral administration. 

Intravenous administration, for example, can be performed by 
injection of a unit dose. The term "unit dose" when used in reference to a 
pharmaceutical composition of the present invention refers to physically 

25 discrete units suitable as unitary dosage for humans, each unit containing a 
predetermined quantity of active material calculated to produce the desired 
therapeutic effect in association with the required diluent; i.e., liquid used to 
dilute a concentrated or pure substance (either liquid or solid), making that 
substance the correct (diluted) concentration for use. For injectable 

30 administration, the composition is in sterile solution or suspension or may be 
emulsified in pharmaceutical^- and physiologically-acceptable aqueous or 
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oleaginous vehicles, which may contain preservatives, stabilizers, and 
material for rendering the solution or suspension isotonic with body fluids 
(i.e., blood) of the recipient. 

Excipients suitable for use are water, phosphate buffered saline, pH 
5 7.4, 0.15 M aqueous sodium chloride solution, dextrose, glycerol, dilute 
ethanol, and the like, and mixtures thereof. Illustrative stabilizers are 
polyethylene glycol, proteins, saccharides, amino acids, inorganic acids, and 
organic acids, which may be used either on their own or as admixtures. The 
amounts or quantities, as well as routes of administration, used are 

10 determined on an individual basis, and correspond to the amounts used in 
similar types of applications or indications known to those of skill in the art. 

Pharmaceutical compositions are administered in a manner 
compatible with the dosage formulation, and in a therapeutically effective 
amount. The quantity to be administered depends on the subject to be 

15 treated, capacity of the subject's immune system to utilize the active 
ingredient, and degree of modulation of IR or IGF-1R activity desired. 
Precise amounts of active ingredient required to be administered depend on 
the judgment of the practitioner and are specific for each individual. 
However, suitable dosages may range from about 10 to 200 nmol active 

20 peptide per kilogram body weight of individual per day and depend on the 
route of administration. Suitable regimes for initial administration and 
booster shots are also variable, but are typified by an initial administration 
followed by repeated doses at one or more hour intervals by a subsequent 
injection or other administration. Alternatively, continuous intravenous 

25 infusions sufficient to maintain picomolar concentrations (e.g., approximately 
1 pM to approximately 10 nM) in the blood are contemplated. An exemplary 
formulation comprises the IR or IGF-1R agonist or antagonist peptide in a 
mixture with sodium busulfite USP (3.2 mg/ml); disodium edetate USP (0.1 
mg/ml); and water for injection q.s.a.d. (1 ml). 

30 Further guidance in preparing pharmaceutical formulations can be 

found in, e.g., Gilman et al. (eds), 1990, Goodman and Oilman's: The 
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Pharmacological Basis of Therapeutics, 8th ed., Pergamon Press; and 
Remington's Pharmaceutical Sciences, 17th ed., 1990, Mack Publishing 
Co., Easton, PA; Avis et al. (eds), 1993, Pharmaceutical Dosage Forms: 
Parenteral Medications, Dekker, New York; Lieberman et al. (eds), 1990, 
5 Pharmaceutical Dosage Forms: Disperse Systems, Dekker, New York. 

The present invention further contemplates compositions comprising 
an IR or IGF-1R agonist or antagonist peptide, and a physiologically 
acceptable carrier, excipient, or diluent as described in detail herein. 

The constructs as described herein may also be used in gene 

10 transfer and gene therapy methods to allow the expression of one or more 
amino acid sequences of the present invention. The amino acid sequences 
of the present invention can be used for gene therapy and thereby provide 
an alternative method of treating diabetes which does not rely on the 
administration or expression of insulin. Expressing insulin for use in gene 

15 therapy requires the expression of a precursor product, which must then 
undergo processing including cleavage and disulfide bond formation to form 
the active product. The amino acid sequences of this invention, which 
possess activity, are relatively small, and thus do not require the complex 
processing steps to become active. Accordingly, these sequences provide a 

20 more suitable product for gene therapy. 

Gene transfer systems known in the art may be useful in the practice 
of the gene therapy methods of the present invention. These include viral 
and non-viral transfer methods. A number of viruses have been used as 
gene transfer vectors, including polyoma, i.e., SV40 (Madzak et al., 1992, J. 

25 Gen. Virol., 73:1533-1536), adenovirus (Berkner, 1992, Curr. Top. Microbiol. 
Immunol., 158:39-6; Berkner et al., 1988, Bio Techniques, 6:616-629; 
Gorziglia et al., 1992, J. Virol., 66:4407-4412; Quantin et al., 1992, Proc. 
Natl. Acad. Sci. USA, 89:2581-2584; Rosenfeld et al., 1992, Cell, 68:143- 
155; Wilkinson et al., 1992, Nucl. Acids Res., 20:2233-2239; Stratford- 

30 Perricaudet et al., 1990, Hum. Gene Ther., 1:241-256), vaccinia virus 
(Mackett et al., 1992, Biotechnology, 24:495- 499), adeno-associated virus 
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(Muzyczka, 1992, Curr. Top. Microbiol. Immunol. 158:91- 123; Ohi et al., 
1990, Gene, 89:279-282), herpes viruses including HSV and EBV 
(Margolskee, 1992, Curr. Top. Microbiol. Immunol. 158:67-90; Johnson et 
a/., 1992, J. Virol., 66:2952-2965; Fink era/., 1992, Hum. Gene Ther. 3:11- 
5 19; Breakfield et al., 1987, Mol. Neurobiol., 1:337-371; Fresse et al., 1990, 
Biochem. Pharmacol. 40:2189-2199), and retroviruses of avian 
(Brandyopadhyay et al., 1984, Mol. Cell Biol., 4:749-754; Petropouplos et 
al., 1992, J. Virol., 66:3391-3397), murine (Miller, 1992, Curr. Top. Microbiol. 
Immunol. 158:1-24; Miller et al., 1985, Mol. Cell Biol., 5:431-437; Sorge et 

10 al., 1984, Mol. Cell Biol., 4:1730-1737; Mann et al., 1985, J. Virol., 54:401- 
407), and human origin (Page et al., 1990, J. Virol., 64:5370-5276; 
Buchschalcher et al., 1992, J. Virol., 66:2731-2739). Most human gene 
therapy protocols have been based on disabled murine retroviruses. 

Non-viral gene transfer methods known in the art include chemical 

15 techniques such as calcium phosphate coprecipitation (Graham et al., 1973, 
Virology, 52:456-467; Pellicer et al., 1980, Science, 209:1414-1422), 
mechanical techniques, for example microinjection (Anderson et al., 1980, 
Proc. Natl. Acad. Sci. USA, 77:5399-5403; Gordon et al., 1980, Proc. Natl. 
Acad. Sci. USA, 77:7380-7384; Brinster et al., 1981, Cell, 27:223-231; 

20 Constantini et al., 1981, Nature, 294:92-94), membrane fusion-mediated 
transfer via liposomes (Feigner et al., 1987, Proc. Natl. Acad. Sci. USA, 
84:7413-7417; Wang et al., 1989, Biochemistry, 28:9508-9514; Kaneda et 
al., 1989, J. Biol. Chem., 264:12126-12129; Stewart era/., 1992, Hum. Gene 
Ther. 3:267-275; Nabel et al., 1990, Science, 249:1285-1288; Lim et al., 

25 1992, Circulation, 83:2007-2011; U.S. Patent Nos. 5,283,185 and 
5,795,587), and direct DNA uptake and receptor-mediated DNA transfer 
(Wolff et al., 1990, Science, 247:1465-1468; Wu et al., 1991, 
BioTechniques, 11:474-485; Zenke et al., 1990, Proc. Natl. Acad. Sci. USA, 
87:3655-3659; Wu et al., 1989, J. Biol. Chem., 264:16985-16987; Wolff et 

30 al., 1991, BioTechniques, 11:474-485; Wagner et al., 1991, Proc. Natl. 
Acad. Sci. USA, 88:4255-4259; Cotten et al., 1990, Proc. Natl. Acad. Sci. 
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USA, 87:4033-4037; Curiel et a/., 1991, Proc. Natl. Acad. Set. USA, 
88:8850-8854; Curiel et a/., 1991, Hum. Gene Ther. 3:147-154). 

Many types of cells and cell lines (e.g., primary cell lines or 
established cell lines) and tissues are capable of being stably transfected by 
5 or receiving the constructs of the invention. Examples of cells that may be 
used include, but are not limited to, stem cells, B lymphocytes, T 
lymphocytes, macrophages, other white blood lymphocytes (e.g., 
myelocytes, macrophages, or monocytes), immune system cells of different 
developmental stages, erythroid lineage cells, pancreatic cells, lung cells, 

10 muscle cells, liver cells, fat cells, neuronal cells, glial cells, other brain cells, 
transformed cells of various cell lineages corresponding to normal cell 
counterparts (e.g., K562, HEL, HL60, and MEL cells), and established or 
otherwise transformed cells lines derived from all of the foregoing. In 
addition, the constructs of the present invention may be transferred by 

15 various means directly into tissues, where they would stably integrate into 
the cells comprising the tissues. Further, the constructs containing the DNA 
sequences of the peptides of the invention can be introduced into primary 
cells at various stages of development, including the embryonic and fetal 
stages, so as to effect gene therapy at early stages of development. 

20 In one approach, plasmid DNA is complexed with a polylysine- 

conjugated antibody specific to the adenovirus hexon protein, and the 
resulting complex is bound to an adenovirus vector. The trimolecular 
complex is then used to infect cells. The adenovirus vector permits efficient 
binding, internalization, and degradation of the endosome before the 

25 coupled DNA is damaged. 

In another approach, liposome/DNA is used to mediate direct in vivo 
gene transfer. While in standard liposome preparations the gene transfer 
process is non-specific, localized in vivo uptake and expression have been 
reported in tumor deposits, for example, following direct in situ 

30 administration (Nabel, 1992, Hum. Gene Ther. 3:399-410). 
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Suitable gene transfer vectors possess a promoter sequence, 
preferably a promoter that is cell-specific and placed upstream of the 
sequence to be expressed. The vectors may also contain, optionally, one or 
more expressible marker genes for expression as an indication of successful 
5 transfection and expression of the nucleic acid sequences contained in the 
vector. In addition, vectors can be optimized to minimize undesired 
immunogenicity and maximize long-term expression of the desired gene 
product(s) (see Nabe, 1999, Proc. Natl. Acad. Sci. USA 96:324-326). 
Moreover, vectors can be chosen based on cell-type that is targeted for 
1 0 treatment. 

Illustrative examples of vehicles or vector constructs for transfection 
or infection of the host cells include replication-defective viral vectors, DNA 
virus or RNA virus (retrovirus) vectors, such as adenovirus, herpes simplex 
virus and adeno-associated viral vectors. Adeno-associated virus vectors 

15 are single stranded and allow the efficient delivery of multiple copies of 
nucleic acid to the cell's nucleus. Preferred are adenovirus vectors. The 
vectors will normally be substantially free of any prokaryotic DNA and may 
comprise a number of different functional nucleic acid sequences. An 
example of such functional sequences may be a DNA region comprising 

20 transcriptional and translational initiation and termination regulatory 
sequences, including promoters (e.g., strong promoters, inducible 
promoters, and the like) and enhancers which are active in the host cells. 
Also included as part of the functional sequences is an open reading frame 
(polynucleotide sequence) encoding a protein of interest. Flanking 

25 sequences may also be included for site-directed integration. In some 
situations, the 5'-flanking sequence will allow homologous recombination, 
thus changing the nature of the transcriptional initiation region, so as to 
provide for inducible or non-inducible transcription to increase or decrease 
the level of transcription, as an example. 

30 In general, the encoded and expressed peptide may be intracellular, 

i.e., retained in the cytoplasm, nucleus, or in an organelle, or may be 
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secreted by the cell. For secretion, a signal sequence may be fused to the 
peptide sequence. As previously mentioned, a marker may be present for 
selection of cells containing the vector construct. The marker may be an 
inducible or non-inducible gene and will generally allow for positive selection 
5 under induction, or without induction, respectively. Examples of marker 
genes include neomycin, dihydrofolate reductase, glutamine synthetase, 
and the like. The vector employed will generally also include an origin of 
replication and other genes that are necessary for replication in the host 
cells, as routinely employed by those having skill in the art. As an example, 

10 the replication system comprising the origin of replication and any proteins 
associated with replication encoded by a particular virus may be included as 
part of the construct. The replication system must be selected so that the 
genes encoding products necessary for replication do not ultimately 
transform the cells. Such replication systems are represented by 

15 replication-defective adenovirus (see G. Acsadi et a/., 1994, Hum. Mol. 
Genet. 3:579-584) and by Epstein-Barr virus. Examples of replication 
defective vectors, particularly, retroviral vectors that are replication 
defective, are BAG, (see Price et a/., 1987, Proc. Natl. Acad. Sci. USA, 
84:156; Sanes et a/., 1986, EMBO J., 5:3133). It will be understood that the 

20 final gene construct may contain one or more genes of interest, for example, 
a gene encoding a bioactive metabolic molecule. In addition, cDNA, 
synthetically produced DNA or chromosomal DNA may be employed 
utilizing methods and protocols known and practiced by those having skill in 
the art. 

25 According to one approach for gene therapy, a vector encoding an IR 

or IGF-1R agonist or antagonist peptide is directly injected into the recipient 
cells (in vivo gene therapy). Alternatively, cells from the intended recipients 
are explanted, genetically modified to encode an IR or IGF-1R agonist or 
antagonist peptide, and reimplanted into the donor (ex vivo gene therapy). 

30 An ex vivo approach provides the advantage of efficient viral gene transfer, 
which is superior to in vivo gene transfer approaches. In accordance with ex 
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vivo gene therapy, the host cells are first transfected with engineered 
vectors containing at least one gene encoding an IR or IGF-1R agonist or 
antagonist peptide, suspended in a physiologically acceptable carrier or 
excipient such as saline or phosphate buffered saline, and the like, and then 
5 administered to the host or host cells. The desired gene product is 
expressed by the injected cells, which thus introduce the gene product into 
the host. The introduced gene products can thereby be utilized to treat or 
ameliorate a disorder that is related to altered insulin or IGF-1 levels (e.g., 
diabetes). 

10 The described constructs may be administered in the form of a 

pharmaceutical preparation or composition containing a pharmaceutically 
acceptable carrier and a physiological excipient, in which preparation the 
vector may be a viral vector construct, or the like, to target the cells, tissues, 
or organs of the recipient organism of interest, including human and non- 

15 human mammals. The composition may be formed by dispersing the 
components in a suitable pharmaceutically acceptable liquid or solution such 
as sterile physiological saline or other injectable aqueous liquids. The 
amounts of the components to be used in such compositions may be 
routinely determined by those having skill in the art. The compositions may 

20 be administered by parenteral routes of injection, including subcutaneous, 
intravenous, intramuscular, and intrasternal. 

J. Cancer Therapeutics 

In recent experiments, embryo fibroblasts from IGF-1 R knock-out 
mice have been shown to be highly resistant to transformation by 

25 oncogenes such as SV40 T antigen, activated Ha-ras, activated Src, and 
others (B. Valentinis and R. Baserga, 2001, Mol. Pathol., 54:133-137). This 
suggested that IGF-1 R was required to mediate malignant transformation by 
these oncogenes. In addition, IGF-1 and IGF-1 R have been shown to act as 
transforming factors in various forms of human cancer (see above). IGF-1 

30 and IGF-2 have also been implicated as factors in the malignant 
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transformation of several tissues. Transgenic mice that express a truncated 
form of IGF-1 that has a decreased affinity for IGFBPs (des(1-3) IGF-11), 
show increased incidence of mammary tumors (Hadsell et a/., 2000, 
Oncogene 19:889-898). In addition, mice over-expressing IGF-11 in 
5 mammary glands showed increased mammary tumor formation (Bates et 
a/., 1995, fir. J. Cancer 72:1189-1193). Transgenic mice that overexpress 
IGF-1 in the basal layer of the skin show hyperplasia of the epidermis and 
increased promotion of spontaneous tumors (DiGiovanni et a/., 2000, 
Cancer Res. 60:1 561 -1 570). 

10 IGF-1 R also appears to cross-talk with other hormone receptors. 

Considerable evidence suggests that estrogen can act to increase 
expression of IGF-1 R. This is of particular importance in breast cancer, 
where the expression of IGF-1 R correlates with expression of the estrogen 
receptor (ER). IGF-1 R expression is higher in tumors from ER positive 

15 patients. Accordingly, IGF-1 R expression could be used as a prognostic 
marker for breast cancer patients. In addition, high levels of IRS-1, a key 
intermediate in the IGF-1 R signal transduction cascade, correlates with 
tumor size and shorter disease-free survival in patients with ER positive 
tumors (D. Sachdev and D. Yee, 2001, Endocr. Relat. Cancer 8:197-209). 

20 In addition, treatment with anti-estrogens has been shown to decrease the 
expression of IGF-1 R and IRS-1 (Chan et al., 2001, Clin. Cancer Res. 
7:2545-2554). Thus, the cross-talk between IGF-1 R and ER may be 
complex. Yet, it is clear that IGF-signaling promotes malignant 
transformation in mammary glands. Interestingly, ER positive MCF-7 cells 

25 treated with IGF-1 show a sustained activation of the PI3K-Akt pathway and 
protection against apoptosis induced by serum deprivation. In contrast, ER 
negative MDA-MB 231 cells show only a transient activation of PI3K-AW 
pathway (Bartucci et al., 2001, Cancer Res. 61:6747-6754). 

Studies have also revealed a connection between IGF-1 R-mediated 

30 signaling and epidermal growth factor (EGF)-induced signaling through 
ErbB-receptors. IGF-1 R and ErbB-2 (Neu/Her2) have been observed to 



WO 03/027246 PCT/US02/30412 



-94- 

form hetero-oligomers induced by stimulation with heregulin or IGF-1 
(Balana et a/., 2001, Oncogene, 19:34-47, 2001). In glioblastomas, 
resistance to a chemical inhibitor of the ErbB receptor tyrosine kinase has 
been correlated with increased IGF-1 R expression and constitutive PI3K 
5 signaling (Chakravarti et a/., 2002, Cancer Res. 62:200-207). In breast 
cancer cell lines over expressing ErbB-2, increased IGF-1 R signaling was 
observed in the presence of the anti-ErbB-2 receptor monoclonal antibody 
Herceptin®/trastuzumab (Lu et a/., 2001, J. Natl. Cancer Inst. 93:1852- 
1857). 

10 Modulation of IGF-signaling in various malignant cells has provided 

further evidence for the involvement of the IGF-1 R in cancer. Abrogation of 
IGF-1 R expression by antisense RNA reversed the transformed phenotype 
in cervical cancer cells. Antisense to IGF-1 R also inhibited glioblastoma and 
melanoma xenografts in nude mice (Resnicoff et a/., 1994, Cancer Res. 

15 54:4848-4850; Resnicoff et a/., 1994, Cancer Res. 54:2218-2222; Nakamura 
et aL, 2000, Cancer Res. 60:760-765, 2000). Experiments have also 
indicated that IGF-1 R is involved in the development and maintenance of 
metastatic phenotypes. In particular, high expression of a dominant 
negative mutant of IGF-1 R (486stop) in ER positive breast cancer cells has 

20 been shown to inhibit adhesion, invasion, and metastasis of the cells (Dunn 
et aL, 1998, Cancer Res. 58:3353-3361). Moreover, lung carcinoma cells 
exhibited an enhanced metastatic phenotype following overexpression of 
IGF-1 R (Long et aL, 1998, Exp. Cell Res. 238:116-121). In addition, 
activation of IGF-1 R has been shown to block apoptotic pathways. 

25 Apoptosis in mammary glands was inhibited in IGF-1 transgenic mice 
(Hadsell et aL, 2000, Oncogene 19:889-898). Moreover, down-regulation of 
IGF-1 R function, either by antisense strategies or dominant negative 
mutants, caused massive apoptosis of tumor cells in vitro and in vivo. IGF-1 
has also been shown to inhibit apoptosis associated with transformation by 

30 the c-myc oncogene and apoptosis induced by chemotherapeutic agents. 
The anti-apoptotic signaling of IGF-1 has been attributed to the PI3K-Akt 
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pathway, although other pathways may mediate similar effects (Butt et a/., 
1999, Immunol. Cell Biol. 77:256-262; B. Valentinis and R. Baserga, 2001, 
Mol. Pathol. 54:133-137). 

The sum of these observations indicate the importance of identifying 
5 antagonists or inhibitors of IGF-1 and/or IGF-1 R. Attempts have been made 
to develop clinically relevant inhibitors of IGF-1 R using monoclonal 
antibodies, antisense strategies, and peptide fragments derived from the 
natural ligand (Dunn et a/., 1998, Cancer Res. 58:3353-3361; Z. 
Pietrzkowski et al., 1992, Cancer Res. 52:6447-6451; Z. Pietrzkowski et a/., 

10 1993, Cancer Res. 53:1102-1106; Rubini et a/., 1999, Exp. Cell Res. 
251:22-32). Using an alternate approach, this invention provides methods, 
kits, and compositions (e.g., pharmaceutical compositions) comprising IGF- 
1R antagonist peptides, or small molecule mimetics thereof, that can be 
useful in the diagnosis, treatment, and monitoring of one or more cancers. 

15 In some cases, the compositions, methods, and kits of the invention can 
also be used to determine the prognosis of a IGF-related medical condition 
(e.g., cancer). Advantageously, certain IGF-1 R antagonist peptides 
disclosed herein are specific for Site 1 or Site 2 of the IGF-1 receptor. 

In accordance with the invention, non-limiting cancer types include 

20 carcinoma, sarcoma, myeloma, leukemia, and lymphoma, and mixed types 
of cancers, such as adenosquamous carcinoma, mixed mesodermal tumor, 
carcinosarcoma, and teratocarcinoma. Representative cancers include, but 
are not limited to, bladder cancer, lung cancer, breast cancer, colon cancer, 
rectal cancer, endometrial cancer, ovarian cancer, head and neck cancer, 

25 prostate cancer, and melanoma. Specifically included are AIDS-related 
cancers (e.g., Kaposi's Sarcoma, AIDS-related lymphoma), bone cancers 
(e.g., osteosarcoma, malignant fibrous histiocytoma of bone, Ewing's 
Sarcoma, and related cancers), and hematologic/blood cancers (e.g., adult 
acute lymphoblastic leukemia, childhood acute lymphoblastic leukemia, 

30 adult acute myeloid leukemia, childhood acute myeloid leukemia, chronic 
lymphocytic leukemia, chronic myelogenous leukemia, hairy cell leukemia, 
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cutaneous T-cell lymphoma, adult Hodgkin's disease, childhood Hodgkin's 
disease, Hodgkin's disease during pregnancy, mycosis fungoides, adult non- 
Hodgkin's lymphoma, childhood non-Hodgkin's lymphoma, non-Hodgkin's 
lymphoma during pregnancy, primary central nervous system lymphoma, 
5 Sezary syndrome, cutaneous T-cell lymphoma, Waldenstrom's 
macroglobulinemia, multiple myeloma/plasma cell neoplasm, 
myelodysplastic syndrome, and myeloproliferative disorders). 

Also included are brain cancers (e.g., adult brain tumor, childhood 
brain stem glioma, childhood cerebellar astrocytoma, childhood cerebral 

10 astrocytoma, childhood ependymoma, childhood medulloblastoma, 
supratentorial primitive neuroectodermal and pineal, and childhood visual 
pathway and hypothalamic glioma), digestive/gastrointestinal cancers (e.g., 
anal cancer, extrahepatic bile duct cancer, gastrointestinal carcinoid tumor, 
colon cancer, esophageal cancer, gallbladder cancer, adult primary liver 

15 cancer, childhood liver cancer, pancreatic cancer, rectal cancer, small 
intestine cancer, and gastric cancer), musculoskeletal cancers (e.g., 
childhood rhabdomyosarcoma, adult soft tissue sarcoma, childhood soft 
tissue sarcoma, and uterine sarcoma), and endocrine cancers (e.g., 
adrenocortical carcinoma, gastrointestinal carcinoid tumor, islet cell 

20 carcinoma (endocrine pancreas), parathyroid cancer, pheochromocytoma, 
pituitary tumor, and thyroid cancer). 

Further included are neurologic cancers (e.g., neuroblastoma, 
pituitary tumor, and primary central nervous system lymphoma), eye 
cancers (e.g., intraocular melanoma and retinoblastoma), genitourinary 

25 cancers (e.g., bladder cancer, kidney (renal cell) cancer, penile cancer, 
transitional cell renal pelvis and ureter cancer, testicular cancer, urethral 
cancer, Wilms 1 tumor and other childhood kidney tumors), 
respiratory/thoracic cancers (e.g., non-small cell lung cancer, small cell lung 
cancer, malignant mesothelioma, and malignant thymoma), germ cell 

30 cancers (e.g., childhood extracranial germ cell tumor and extragonadal germ 
cell tumor), skin cancers (e.g., melanoma, and merkel cell carcinoma), 
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gynecologic cancers (e.g., cervical cancer, endometrial cancer, gestational 
trophoblastic tumor, ovarian epithelial cancer, ovarian germ cell tumor, 
ovarian low malignant potential tumor, uterine sarcoma, vaginal cancer, and 
vulvar cancer), and unknown primary cancers. 
5 Specific breast cancers include, but are not limited to, non-invasive 

cancers, such as ductal carcinoma in situ (DCIS), intraductal carcinoma 
lobular carcinoma in situ (LCIS), papillary carcinoma, and 
comedocarcinoma, or invasive cancers, such as adenocarcinomas, or 
carcinomas, e.g., infiltrating ductal carcinoma, infiltrating lobular carcinoma, 

10 infiltrating ductal and lobular carcinoma, medullary carcinoma, mucinous 
(colloid) carcinoma, comedocarcinoma, Pagefs Disease, papillary 
carcinoma, tubular carcinoma, and inflammatory carcinoma. Specific 
prostate cancers may include adenocarcinomas and sarcomas, or pre- 
cancerous conditions, such as prostate intraepithelial neoplasia (PIN). 

15 Specific lung cancers include those relating to tumors such as bronchial 
carcinoid (bronchial adenoma), chondromatous hamartoma (benign), 
solitary lymphoma, and sarcoma (malignant) tumors, as well as lung 
cancers relating to multifocal lymphomas. Bronchogenic carcinomas may 
present as squamous cell carcinomas, small cell carcinomas, non-small cell 

20 carcinomas, or adenocarcinomas. 

The IGF-1R antagonist peptides of the invention may be administered 
individually, or in combination with other IGF-1 or IGF-1R antagonists or 
inhibitors. Alternatively, the disclosed IGF-1 R antagonist peptides can be 
used in combination with other cancer therapies, e.g., surgery, radiation, 

25 biological response modification, immunotherapy, hormone therapy, and/or 
chemotherapy. For prostate cancers, non-limiting examples of 
chemotherapeutic agents include docetaxel, paclitaxel, estramustine, 
etoposide, vinblastine, mitoxantrone, and paclitaxel. For breast cancers, 
non-limiting examples of chemotherapeutic and biological agents include 

30 cyclophosphamide, methotrexate, 5-fluorouracil, doxorubicin, tamoxifen, 
paclitaxel, docetaxel, navelbine, capecitabine, mitomycin C, Interferons, 
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interleukin-2, lymphocyte-activated killer cells, tumor necrosis factors, and 
monoclonal antibodies (e.g., mAb to HER-2/neu receptor (trastuzumab) 
Herceptin®). For lung cancers, non-limiting examples of chemotherapeutic 
and biological agents include, but are not limited to, platinum compounds 
5 (e.g., cisplatin or carboplatin), vinca alkaloids (e.g., vinorelbine, vincristine, 
or vinblastine), taxines (e.g., docetaxel or paclitaxel), and various 
topoisomerase inhibitors. 

EXAMPLES 

The examples as set forth herein are meant to exemplify the various 
10 aspects of the present invention and are not intended to limit the invention in 
any way. 

The following materials were used in the examples described below. 
Soluble IGF-1R was obtained from R&D Systems (Minneapolis, MN; Cat. # 
391-GR/CF). Insulin receptor was prepared according to Bass et a/., 1996. 

15 The insulin was either from Sigma (St. Louis, MO; Cat. # I-0259) or 
Boehringer. The IGF-1 was from PeproTech (Cat. # 100-11). All synthetic 
peptides were synthesized by Novo Nordisk, AnaSpec, Inc. (San Jose, CA), 
PeptioGenics (Livermore, CA), or Research Genetics (Huntsville, AL) at 
>80% purity. The Maxisorb Plates were from NUNC via Fisher (Cat. # 

20 12565347). The HRP/Anti-M13 conjugate was from Pharmacia (Cat. # 27- 
9421-01). The ABTS solution was from BioF/X (Cat. # ABTS-0 100-04). 

Example 1 : Monomer and Dimer Peptides 
A. Cloning 

Monomer and dimer peptides were constructed and expressed as 
25 protein fusions to a chitin binding domain (CBD) using the pTYB2 vector 
from the IMPACT™-CN system (New England Biolabs (NEB), Beverly, MA). 
The pTYB2 vector encodes a protein-splicing element (termed intein), which 
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initiates self-cleavage upon the addition of DTT. The intein self-cleavage 
separates the dimer from the affinity tag, to allow purification. 

In the pTYB2 construct, the C-terminus of the peptide sequence was 
fused to the N-terminus of the intein/CBD sequence. Two peptide-flanking 
5 epitope tags were included: a shortened-FLAG® at the N-terminus and E- 
Tag at the C-terminus. This fusion was generated by ligating a vector 
fragment encoding the intein/CBD with a PCR product encoding the peptide 
of interest. 

The vector fragment was obtained by digesting at appropriate 

10 restriction sites the pTBY2 vector. The digested DNA fragment was 
resolved on a 1% agarose gel, excised, and purified by QIAEXII (QIAGEN, 
Valencia, CA). To obtain the PCR product of the target proteins, primers 
were synthesized which anneal to appropriate sequences. The vector and 
insert were ligated overnight at 15°C. The ligation product was purified 

15 using QIAquick spin columns (QIAGEN) and electroporations were 
performed at 1500 V in an electroporation cuvette (0.1 mm gap; 0.5 ml 
volume) containing 10 ng of DNA and 40 pi of E. coli strain BL21 . 

Immediately following electroporation, 1 ml of pre-warmed (40°C) 
2xYT medium containing 2% glucose (2xYT-G) was added to the 

20 transformants. The transformants were grown at 37°C for 1 h, and then 
plated onto 2xYT-AG plates and incubated overnight at 37°C. Individual 
colonies were isolated and used to innoculate 2xYT-G. The cultures were 
grown overnight at 37°C. Plasmid DNA was isolated from the cultures and 
sequencing was performed to confirm that the correct construct was 

25 obtained. 

B. Small-scale expression of peptide-CBD fusion proteins 

E .coli ER2566 (New England Biolabs) containing plasmids encoding 
peptide-CBD fusion proteins were grown in 2xYT-AG at 37°C overnight, with 
agitation (250 rpm). The following day, the cultures were used to inoculate 
30 media (2x YT-G) to obtain an OD 60 o of 0.1 . Upon reaching an OD 600 of 0.6, 
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expression of the fusion protein was induced by the addition of IPTG 
(isopropyl-p-D-thiogalactopyranoside) to a final concentration of 0.3 mM. 
Cells were grown for 3 h. Following this, cells were pelleted by 
centrifugation and the cell pellets were analyzed by SDS-PAGE 
5 electrophoresis. Production of the correct molecular weight fusion proteins 
was confirmed by Western blot analysis using the monoclonal antibody anti- 
E-Tag-HRP conjugate (Amersham Pharmacia). 

C. Large-scale expression and purification of soluble 
peptide-CBD fusion proteins 

10 E. coli ER2566 carrying plasmids encoding the fusion proteins were 

grown in 2xYT-AG media at 37°C for 8 h, with agitation (250 rpm). The 
cultures were back-diluted into to 2 L volumes of 2xYT-A to achieve an 
OD 6 oo of 0.1. Upon reaching an OD 6 oo of 0.5, IPTG was added to a final 
concentration of 0.3 mM. Cells were grown at 30°C overnight. The next day 

15 cells were isolated by centrifugation. Samples of the cell pellet were 
analyzed by SDS-PAGE followed by the Western blot analysis using the 
mouse monoclonal antibody anti-E-Tag-HRP conjugate (Pharmacia) to 
visualize the expressed product. 

D. Purification 

20 The cell pellets were disrupted mechanically by sonication or 

chemically by treatment with the mild detergent. After removal of cell debris 
by centrifugation, the soluble proteins in the clarified lysate were prepared 
for chromatographic purification by dilution or dialysis into the appropriate 
starting buffer. The CBD fusions were purified by chitin affinity 

25 chromatography according to the manufacturer's instructions (New England 
Biolabs). The lysate was loaded onto a chitin affinity column and the column 
was washed with 10 volumes of column buffer. Three bed volumes of the 
DTT containing cleavage buffer were loaded onto the column and the 
column was incubated overnight. The next day, the target protein was 
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eluted by continuing the flow of the cleavage buffer without DTT. The 
purified proteins were analyzed for purity and integrity by SDS-PAGE and 
Western blot analysis according to standard protocols. 

Example 2: PEG-Based Dimer Peptides 

5 A. Synthesis of the aldehyde containing peptide 

The peptide was synthesized by stepwise solid phase synthesis on 
Rink amide Tentagel (0.21 mmol/g). Three equivalents of Fmoc-amino 
acids were used. The serine residue was introduced into the peptide by 
either coupling Fmoc-Ser(tBu)-OH to the N-terminal peptide or coupling 

10 Boc-Ser(tBu) to a selectively protected lysine side-chain. The peptide was 
then deprotected and cleaved from the resin by treatment with 95% TFA 
(trifluoroacetic acid; aq) containing TIS (triisopropylsilan). Periodate 
oxidation, using 2 equivalent of Nal0 4 in 20% DMSO (dimethyl sulfoxide)- 
80% phosphate buffer pH 7.5 (45 nl/nmol peptide) for 5 min at room 

15 temperature (RT), converted the 2-amino alcohol moiety in an a-oxoacyl 
group. The peptide was purified immediately following oxidation. 

B. Synthesis of the PEG-based dimer 

The unprotected and oxidized peptide (4.2 equivalent) was dimerized 
on the dioxyamino-PEG (polyethylene glycol)-linker (1 equivalent) in 90% 

20 DMSO-10% 20 mM NaOAc buffer, pH 5.1 (4.2 |il/|xmol peptide). The 
solution was left for 1 h at 38°C and the progress of the reaction was 
monitored by MALDI-MS (matrix-assisted laser desorption/ionization mass 
spectrometry). Following this, the crude dimer was purified by semi- 
preparative HPLC (high performance liquid chromatography). 

25 The molecular weights and inter peptide distance of various linkers is 

shown in Table 3, below. 

TABLE 3 
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Example 3: Determination of Insulin Receptor Binding 

IR was incubated with 125 l-labeled insulin at various concentrations of 
5 test substance and the K d was calculated. According to this method, human 
insulin receptor (HIR) or human IGF-1 receptor (HIGF-1R) was purified from 
transfected cells after solubilization with Triton X-100. The assay buffer 
contained 100 mM HEPES (pH 7.8), 100 mM NaCI, 10 mM MgCI 2 , 0.5% 
human serum albumin (HSA), 0.2% gammaglobulin and 0.025% Triton X- 
10 100. The receptor concentration was chosen to give 30-60% binding of 
2000 cpm (3 pM) of its 125 Mabeled ligand (TyrA14- 125 l-HI or Tyr31- 125 l-IGF1) 
and a dilution series of the substance to be tested was added. After 
equilibration for 2 days at 4°C, each sample (200 pi) was precipitated by 
addition of 400 pi 25% PEG 6000, centrifuged, washed with 1 ml 15% PEG 
15 6000, and counted in a gamma-counter. 

The insulin/IGF- 1 competition curve was fitted to a one-site binding 
model and the calculated parameters for receptor concentration, insulin 
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affinity, and non-specific binding were used in calculating the binding 
constants of the test substances. Representative curves for insulin 
competition are shown in Figures 10A-10C; 11A-11D. Qualitative data are 
provided in Table 4, below. 
5 Table 4 illustrates IR affinities for the RP9 monomer peptide and 

various RP9 monomer truncations. The results demonstrate that RP9 N- 
terminal sequence (GSLD; SEQ ID NO:1785) and C-terminal sequence 
(LGKK; SEQ ID NO:1786) can be deleted without substantially affecting HIR 
binding affinity (Table 4). 

10 TABLE 4 



Peptide 


SEQ ID 


Formula 


Site 


Sequence 


HIR Kd (mol/l) 




NO: 




IR 




S386 


1559 


1 




GSLDESFYDWFERQLG 


3.2*10* 7 


S395 


1787 


1 




GSLDESFYDWFERQL 


9.ri0- 8 


S394 


1788 


1 




GSLDESFYDWFERQ 


8.no- 8 


S396 


1789 


1 




GSLDESFYDWFER 


>2*10- 5 


S399 


1790 


1 




ESFYDWFERQL 


9.1*10-8 


S400 


1791 


1 




ESFYDWFERQ 


6.3*10-7 



Figures 10A-10C demonstrate that Site 1-Site 2 heterodimer peptides 
537, 538, and 539 bound to IR with substantially higher (several orders of 
magnitude) affinity than corresponding monomer (D117 and 540) and 
15 homodimer (521 and 535) peptides. Figures 11A-11D demonstrate that Site 
1-Site 2 heterodimer peptides, 537 and 538, bound to IR with markedly 
higher affinity than the monomer peptide D1 17. 

Example 4: Adipocyte Assay for Determination of Insulin Agonist 
Activity 

20 Insulin increases uptake of 3 H glucose into adipocytes and its 

conversion into lipid. Incorporation of 3 H into the lipid phase was determined 
by partitioning of lipid phase into a scintillant mixture, which excludes water- 
soluble 3 H products. The effect of compounds on the incorporation of 3 H 
glucose at a sub-maximal insulin dose was determined, and the results 
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expressed as increase relative to full insulin response. The method was 
adapted from Moody etal. t 1974, Horm. Metab. Res. 6(1): 12-6. 

Mouse epididymal fat pads were dissected out, minced into digestion 
buffer (Krebs-Ringer 25 mM HEPES, 4% HSA, 1.1 mM glucose, 0.4 mg/ml 
5 Collagenase Type 1, pH 7.4), and digested for up to 1.5 h at 36.5°C. After 
filtration, washing (Krebs-Ringer HEPES, 1% HSA), and resuspension in 
assay buffer (Krebs-Ringer HEPES, 1% HSA), free fat cells were pipetted 
into 96-well Picoplates (Packard), containing test solution and approximately 
an ED 2 o insulin. 

0 The assay was started by addition of 3 H glucose (Amersham TRK 

239), in a final concentration of 0.45 mM glucose. The assay was incubated 
for 2 h, 36.5°C, in a Labshaker incubation tower, 400 rpm, then terminated 
by the addition of Permablend/Toluene scintillant (or equivalent), and the 
plates sealed, before standing for at least 1 h and detection in a Packard 
5 Top Counter or equivalent. A full insulin standard curve (8 dose) was run as 
control on each plate. 

Data are presented graphically, as effect of compound on an 
(approximate) ED 20 insulin response, with data normalized to a full insulin 
response. The assay can also be run at basal or maximal insulin 
concentration. Representative dose-response curves for insulin and IGF-1 
are shown in Figures 12-18. Qualitative data are shown in Tables 5-7. 

In free fat cell (FFC) assays, truncated synthetic RP9 monomer 
peptides S390 and S394 showed potency similar to full-length RP9 
monomer peptides (Figures 12A-12D). Truncated synthetic RP9 homodimer 
peptides S415 and S417 were highly potent in FFC assays, but less potent 
than full-length RP9 homodimer peptides (Figures 13A-13C; compare to 
peptides 521 and 535, described below). The potency of recombinant RP9 
homodimer peptides 521 and 535 in FFC assays is shown in Figures 14A- 
14C. The curves are flattened, suggesting that the binding mechanism may 
not be mediated by simple intramolecular binding (Figures 14A-14C). 
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Results further indicated that synthetic RP9 homodimer peptides 
S337 and S374 showed increased HIR biding affinity and increased potency 
in FFC assays compared to synthetic RP9 monomer. S371 (Table 5). 
Similarly, synthetic RP9 homodimer peptides S314 and S317 showed 
5 increased HIR binding affinity and increased potency in FFC assays 
compared to synthetic RP9 monomer, S371, and various RP9 truncations 
(Table 6). 



TABLE 5 



Pep. 


SEQ 
ID 

NO: 


Formula 


Site 
IR 


Monomer or 
Dimer 


Sequence 


HIR Kd 
(mol/l) 


FFC 


S371 


1558 


1 


1 


M (RP9) 


GSLD E SF YDWF ERQLGKK 


6.3*1 0- 7 


+ 


S337 


1792 


1-1 


1-1 


D, C-Term 23 


(GSLDESFYDWFERQLGKK-Lig)2-23 


1.1*10-8 


+++++ 


S374 


1793 


1-1 


1-1 


D, N-Term 17 


1 7-(GSLDESFYDWFERQLGKK) 2 


1.8*10 7 


++++ 



10 M = monomer; D = dimer; C-Term = C-terminaJ linker (C-C); N-Term = N-terminal linker (N- 
N); 23 and 17 represent specific chemical linkers (see Table 3); For FFC: 0 is no effect, + is 
agonist, - is antagonist. 

TABLE 6 



Peptide 


SEQ 
ID 

NO: 


Form. 


Site 
IR 


Mon. or Dimer 


Sequence 


HIR Kd 
(mol/l) 


FFC 


S371 
(RP9) 


1558 


1 


1 


M 


GSLDESFYDWFERQLGKK 


6.3/10- 7 


+ 


S395 


1787 






M 


GSLDESFYDWFERQL 


9.1*10-8 


+ 


S394 


1788 






M 


GSLDESFYDWFERQ 


8.1*10-8 


++ 


S396 


1789 






M 


GSLDESFYDWFER 


>2*10 5 


0 


S390 


1794 






M 


ESFYDWFERQLG 


6.2*1 0- 7 


+ 


S399 


1790 






M 


ESFYDWFERQL 


9.1*10-8 


++ 


S400 


1791 






M 


ESFYDWFERQ 


6.3*10- 7 


0 


S415 


1795 


1-1 


1-1 


D; C-Term 


(ESFYDWFERQLGK)2-23 


1.0*10 7 


++++ 


S417 


1796 


1-1 


1-1 


D; N-Term 


23-(ESFYDWFERQLG) 2 


9.2*10-7 


+++ 



15 M = monomer; D = dimer; C-Term = C-terminal linker (C-C); N-Term = N-terminal linker (N- 
N); 23 represents a specific chemical linker (see Table 3); For FFC: 0 is no effect, + is 
agonist, - is antagonist; Form. = formula; Mon. = monomer; 

Site 1-Site 2 dimer peptides 537 and 538 were inactive in the FFC 
20 assays using the standard concentration of insulin (Figures 15A-15C). 
However, Site 1-Site 2 dimer peptides 537 and 538 were antagonists in the 
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FFC assay in the presence of a stimulating concentration of insulin (Figures 
16A-16C). In contrast, Site 2-Site 1 dimer peptide 539 was a full agonist in 
the FFC assay, with a slope similar to that of insulin (Figures 17A-17B). 

Additional experiments confirmed that FFC assay activity of Site 1- 
5 Site 2 dimer peptides was affected by the orientation of the monomer 
subunits (Figures 18A-18D). In particular, dimer peptides comprising Site 1 
(S372 or S373) and Site 2 (S451 or S452) monomer subunits exhibited 
antagonist activity in the Site 1-Site 2 orientation (C-N linkage) (dimer 
peptide S453); moderate levels of agonist activity in the Site 1-Site 2 

10 orientation (N-N or C-C linkage) (dimer peptides S454 and S456); and high 
levels of agonist activity in the Site 2-Site 1 orientation (C-N linkage) (dimer 
peptide S455) (Figures 18A-18D). 

Table 7, below, shows the HIR binding affinity and FFC assay 
potency of various synthetic peptides, including Site 1-Site 1 dimer peptides 

15 S325, S329, S332; S333, S334, S335, S336, S337, S349, S350, S351, 
S352, S353, S354, S361, S362, S363, S374, S375, S376, S378, S379, 
S380, S381, S414, S415, S416, S417, S418, S420, and S424. These 
synthetic dimer peptides exhibited properties comparable to dimer peptides 
521 and 535, regardless of the orientation of the monomer subunits. In 

20 particular, synthetic Site 1-Site 2 dimer peptides S425, S453, and S459 
exhibited antagonist properties comparable to those of the Site 1-Site 2 
dimer peptides 537 and 538. Synthetic Site 1-Site 2 dimer peptides S455, 
S457, and S458 exhibited agonist properties comparable to the dimer 
peptide 539. Synthetic Site 1-Site 2 dimer peptides S436, S437, S438, 

25 S454, S456 act as partial agonists in the FFC assay (i.e., the peptides 
exhibit a maximal response of less than 100% that of insulin), which is 
shown in the table as "++" and "+++". 

Table 7 also shows properties of truncated monomer and dimer 
peptides, and thereby indicates which N- or C-terminal residues can be 

30 deleted without substantial loss of HIR binding affinity (e.g., see synthetic 
peptides S386 through S392, S394 through S403, and S436 through S445). 
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Notably, certain Site 2-Site 1 dimers show IR affinities of 2*10" 11 (see, e.g., 
S519 and S520). These peptides are also very potent in the fat cell assay 
(Figures 31A-31B) and even more potent in the HIR kinase assay (Figures 
32A-32B) (kinase assay described below). 
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Results further indicated that S175-S175 dimer peptides (Site 1-Site 
1) were less agonistic than S175 monomer peptides (++ vs. +++). S175- 
S175 dimer peptides having a C-N linkage were less agonistic or equally 
agonistic as compared to S175-S175 dimer peptides having C-C or N-N 
5 linkages. F8-F8 dimer peptides, like the parent monomer, showed no 
agonist activity. 

Example 5: Substrate Phosphorylation Assay (HIR Kinase) 

WGA (wheat germ agglutinin)-purified recombinant human insulin 
receptor was mixed with either insulin or peptide in varying concentrations in 

10 substrate phosphorylation buffer (50 mM HEPES (pH 8.0), 3 mM MnCI 2 , 10 
mM MgCI 2 , 0.05% Triton X-100, 0.1% BSA, 12.5 |aM ATP). A synthetic 
biotinylated substrate peptide (Biotin-KSRGDYMTMQIG) was added to a 
final concentration of 2 jig/ml. Following a 1 h incubation at RT f the 
reactions were stopped by the addition of 50 mM EDTA. The reactions were 

15 transferred to Streptavidin coated 96-well microtiter plates (NUNC, Cat. No. 
236001) and incubated for 1 h at RT. The plates were washed 3 times with 
TBS (10 mM Tris (pH 8.0), 150 mM NaCI). 

Subsequently, a 2000-fold dilution of horseradish peroxidase (HRPO) 
conjugated phosphotyrosine antibody (Transduction Laboratories, Cat. No. 

20 E120H) in TBS was added. The plates were incubated for 30 min and 
washed 3 times with TBS. TMB (3,3\5,5'-tetramethylbenzidine; Kem-En- 
Tec, Copenhagen, Denmark) was added. One substrate from Kem-En-Tec 
was added. After 10-15 min, the reaction was stopped by the addition of 1% 
acetic acid. The absorbance, representing the extent of substrate 

25 phosphorylation, was measured in a spectrophotometer at a wavelength of 
450 nM. 

The results indicated that the potency of the Site 1-Site 2 dimer, 
peptide 539, was 0.1 to 1% of that of insulin in all assays tested (Table 8), 
and the dose-response curves (Figures 17A-17B) had a shape similar to 
30 that of insulin dose-response curves, suggesting an insulin-like action 
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mechanism. In addition, Site 1-Site 2 dimer peptides 537 and 538 were also 
active as specific insulin receptor antagonists (Table 8; Figures 16A-16C). 
Notably, Site 2-Site 1 dimer peptide 539 was more active in the kinase 
assay than Site 1-Site 1 homodimer peptides 521 and 535 (Figures 19A- 
5 19B), despite lower FFC potency (Figures 14A-14C; Figures 17A-17B). 
Similar results are shown in Figures 20A-B and Figures 21A-B. This data 
suggested that homodimer and heterodimer peptides used different 
mechanisms of action. 

TABLE 8 



10 



Pep. 


Mon./ 
Link. 


Sequence 


SEQ ID 

NO: 


Form 


Site 
IR 


HIR 
Kd 

(nM) 


HIGF- 
1R Kd 
(nM) 


FFC 
Pot. 
(nM) 


Kinase 

Pot. 

(nM) 


HI 








na 


na 










HIGF 
-1R 








na 


na 










521 


RP9- 

6aa- 

RP9 


MADYKDDDDKGSLDESFYDWFE 
RQLGKKGGSGGSGSLDESFYDW 
FERQLGKKAAA(ETAG)PG 


2112 


1-1 


1-1 


25 




A 3 


1400 


535 


RP9- 
12aa 
-RP9 


MADYKDDDDKGSLDESFYDWFE 
RQLGKKGGSGGSGGSGGSGSL 
DESFYDWFERQLGKKAAA(ETAG 
JPG 


2113 


1-1 


1-1 


15 




A 2 


1000 


537 


RP9- 
6aa- 
D8 


MADYKDDDDKGSLDESFYDWFE 
RQLGKKGGSGGSWLDQEWAWV 
QCEVYGRGCPSAAA(ETAG)PG 


2114 


1-6 


1-2 


0.092 


980 


N 10 


Inactive 


538 


RP9- 
12aa 
-D8 


MADYKDDDDKGSLDESFYDWFE 
RQLGKKGGSGGSGGSGGSWLD 
QEWAWVQCEVYGRGCPSAAA(E 
TAG)PG 


2115 


1-6 


1-2 


0.080 


710 


N 10 


Inactive 


539 


D8- 

6aa- 

RP9 


MADYKDDDDKWLDQEWAWVQC 
EVYGRGCPSGGSGGSGSLDESF 
YDWFERQLGKKAAA(ETAG)PG 


2116 


6-1 


2-1 


0.530 


1500 


A 10 


110 



A = agonist; N = antagonist; na = not applicable; Form. = formula; Mon. = constituent 
monomers; Link. = linker; Pot. = potency; HI and HIGF-1R are controls; All with tags at both 
ends; All dimers are linked C-N; Linker sequences are underlined. 



15 Example 6: IR Autophosphorylation Assays 

IR activation was assayed by detecting autophosphorylation of an 
insulin receptor construct transfected into 32D cells (Wang et a/., 1993, 
Science 261:1591-1594; clone 969). The IR transfected 32D cells were 
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seeded at 5 x 10 6 cells/well in 96-well tissue culture plates and incubated 
overnight at 37°C. Samples were diluted 1:10 in the stimulation medium 
(PRIM 1640 with 25 nM HEPES pH 7.2) plus or minus insulin. The culture 
media was decanted from the cell culture plates, and the diluted samples 
5 were added to the cells. The plates were incubated at 37°C for 30 min. The 
stimulation medium was decanted from the plates, and cell lysis buffer (50 
mM HEPES pH 7.2, 150 mM NaCI, 0.5% Triton X-100, 1 mM AEBSF, 10 
KlU/ml aprotinin, 50 pM leupeptin, and 2 mM sodium orthovanadate) was 
added. The cells were lysed for 30 min. 
10 In the ELISA portion of the assay, the cell lysates were added to the 

BSA-blocked anti-IR unit mAb (Upstate Biotechnology, Lake Placid, NY) 
coated ELISA plates. After a 2 h incubation, the plates were washed 6 
times with PBST and biotinylated anti-phosphotyrosine antibody (Upstate 
Biotechnology) is added. After another 2 h incubation, the plates were 
15 again washed 6 times. Streptavidin-Eu was then added, and the plates 
were incubated for 1 h. After washing the plates again, EG&G Wallac 
enhancement solution (100 mM acetone-potassium hydrogen pthalate, pH 
3.2; 15 mM 2-naphtyltrifluoroacetate; 50 mM tri(n-octyl)-phosphine oxide; 
0.1% Triton X-100) was added into each well, and the plates were placed 
20 onto a shaker for 20 min at RT. Fluorescence of samples in each well was 
measured at 615 nm using a VICTOR 1420 Multilabel Counter (EG&G 
Wallac). 

Alternatively, IR autophosphorylation was determined using a 
holoenzyme phosphorylation assay. In accordance with this assay, 1 pi of 

25 purified insulin receptor (isolated from a Wheat Germ Agglutinin Expression 
System) was incubated with 25 nM insulin, or 10 or 50 ^iM peptide in 50 pi 
autophosphorylation buffer (50 mM HEPES pH. 8.0, 150 mM NaCI, 0.025% 
Triton-X-100, 5 mM MnCI 2 , 50 pM sodium orthovanadate) containing 10 pM 
ATP for 45 min at 22°C. The reaction was stopped by adding 50 pi of gel 

30 loading buffer containing p-mercaptoethanol (Bio-Rad Laboratories, Inc., 
Hercules, CA). The samples were run on 4-12% SDS-polyacrylamide gels. 
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Western Blot analysis was performed by transferring the proteins onto 
nitrocellulose membrane. The membrane was blocked in PBS containing 
3% milk overnight. The membrane was incubated with anti-phosphotyrosine 
4G10 HRP labeled antibody (Upstate Biotechnology) for 2 h. Protein bands 
5 were visualized using SuperSignal West Dura Extended Duration Substrate 
Chemiluminescence Detection System (Pierce Chemical Co.). 

Example 7: Fluorescence-Based HIR Binding Assays 

A. Time-Resolved Fluorescence Resonance Energy Transfer 
Assays 

10 Time-resolved fluorescence resonance energy transfer assays (TR- 

FRET) were used for peptide competition studies. In one set of assays, 
monomer and dimer peptides were tested for the ability to compete with 
biotinylated RP9 monomer peptide (b-RP9) for binding to HIR- 
immunoglobulin heavy chain chimera (sIR-Fc; Bass et a/., 1996). The 

15 assays were performed using a 384-well white microplate (NUNC) with a 
final volume of 30 \xl Final incubation conditions were in 22 nM b-RP9, 1 
nM SA-APC (streptavidin-allophycocyanin), 1 nM Eu 3+ -slR-Fc (LANCE™ 
labeled, PE Wallac, Inc.), 0.05 M Tris-HCI (pH 8 at 25°C), 0.138 M NaCI, 
0.0027 M KCI, and 0.1% BSA (Cohn Fraction V). After 16-24 h of incubation 

20 at RT, the fluorescence signal at 665 nm and 620 nm was read on a Victor 2 
1420 plate reader (PE Wallac, Inc.). Primary data were background 
corrected, normalized to buffer controls, and then expressed as percent of 
specific binding. 

Results are shown in Figures 22A-22B. Figure 21 A shows b-RP9 
25 competition data. For these figures, the Z'-factor was greater than 0.5 (Z = 
1-(3ct + +3ct.)/|ku-H-I; Zhang et a/., 1999, J. BiomoL Screen. 4:67-73), and the 
signal-to-background (S/B) ratio was -4-5. In Figure 22A, each data point 
represents the average of two replicate wells. The lines represent the best 
fit to a four-parameter non-linear regression analysis of the data according 
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to the following formula: y = min + (max-min)/(1+10 A ((loglC 5 o-x)*Hillslope)). 
This was used to determine IC50 values. 

In another set of assays, monomer and dimer peptides were tested 
for the ability to compete with biotinylated-S175 (b-S175) or b-RP9 for 
5 binding to sIR-Fc. The TR-FRET assays were performed in a 384-well white 
microplate with a final volume of 30 Final incubation conditions were in 
33 nM b-S175 or 22 nM b-RP9, 1 nM SA-APC, 1 nM Eu 3+ -slR-Fc, 0.05 M 
Tris-HCI (pH 8 at 25°C), 0.138 M NaCI, 0.0027 M KCI, and 0.1% BSA. After 
1 6-24 h of incubation at RT, the fluorescence signal at 665 nm and 620 nm 
10 was read on a Victor 2 1420 plate reader. Primary data were background 
corrected, normalized to buffer controls, and then expressed as % specific 
binding. 

Results are shown in Figures 23A-23B. For these figures, each data 
point represents the average of two replicate wells. The lines represent the 
15 best fit to a four-parameter non-linear regression analysis of the data, which 
was used to determine IC50 values. Figure 23A shows b-S175 competition 
data; Figure 23B shows b-RP9 competition data. 

B. Fluorescence Polarization Assays 

Fluorescence polarization assays (FP) were used for peptide 
20 competition studies. In one set of assays monomer and dimer peptides 
were tested for the ability to compete with fluorescein-RP9 (FITC-RP9) for 
binding to soluble HIR ectodomain (sIR; Kristensen et al., 1998, J. Biol. 
Chem. 273:17780-17786). The assays were performed in a 384-well black 
microplate (NUNC) with a final volume of 30 ul. Final incubation conditions 
25 were 1 nM FITC-RP9, 10 nM sIR, 0.05 M Tris-HCI (pH 8 at 25°C), 0.138 M 
NaCI, 0.0027 M KCI, 0.05% BGG (bovine gamma globulin), 0.005% Tween- 
20®. After 16-24 h of incubation at RT, the fluorescence signal at 520 nm 
was read on an Analyst™ AD plate reader (LJL BioSystems, Inc.). Primary 
data were background corrected using 10 nM sIR without FITC-RP9 
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addition, normalized to buffer controls, and then expressed as percent of 
specific binding. The Z'-factor was greater than 0.5 and the assay dynamic 
range was -125 mP. In Figures 24-27, each data point represents the 
average of two replicate wells. The lines represent the best fit to a four- 
5 parameter non-linear regression analysis of the data, which was used to 
determine IC 5 o values. The Z'-factor was greater than 0.5 and the assay 
dynamic range was -125 mP. Results are shown in Figures 24A-24B. 

In another set of assays, monomer and dimer peptides were tested 
for the ability to compete with FITC-RP9 for binding to soluble human insulin 

10 mini-receptor (mIR; Kristensen et aL, 1999, J. Biol. Chem. 274:37351- 
37356). The FP assays were performed in a 384-well black microplate with 
a final volume of 30 \il Final incubation conditions were 2 nM FITC-RP9, 20 
nM mIR, 0.05 M Tris-HCI (pH 8 at 25°C), 0.138 M NaCI, 0.0027 M KCI, 
0.001% BGG, 0.005% Tween-20®. After 16-24 h of incubation at RT, the 

15 fluorescence signal at 520 nm was read on an Analyst™ AD plate reader. 
Primary data were background corrected using 20 nM mIR without FITC- 
RP9 addition, normalized to buffer controls and then expressed as percent 
of specific binding. Results are shown in Figures 25A-25B. 

Monomers and dimer peptides were also tested for the ability to 

20 compete with fluorescein-insulin (FITC-lnsulin) for binding to sIR. The FP 
assays were performed in a 384-well black microplate with a final volume of 
30 Final incubation conditions were in 2 nM FITC-lnsulin, 20 nM sIR, 
0.05 M Tris-HCI (pH 8 at 25°C), 0.138 M NaCI, 0.0027 M KCI, 0.05% BGG, 
0.005% Tween-20®. After 16-24 h of incubation at RT, the fluorescence 

25 signal at 520 nm was read on an Analyst™ AD plate reader. Primary data 
were background corrected using 20 nM sIR without FITC-lnsulin addition, 
normalized to buffer controls and then expressed as percent of specific 
binding. Results are shown in Figures 26A-26B. 

In other assays, peptide monomers and dimer peptides were tested 

30 for the ability to compete with FITC-lnsulin for binding to mIR. The FP 
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assays were performed in a 384-well black microplate with a final volume of 
30 jxl. Final incubation conditions were 2 nM FITC-lnsulin, 20 nM mIR, 0.05 
M Tris-HCI (pH 8 at 25°C), 0.138 M NaCI, 0.0027 M KCI, 0.05% BGG 
(bovine gamma globulin), 0.005% Tween-20®. After 16-24 h of incubation at 
5 RT, the fluorescence signal at 520 nm was read on an Analyst™ AD plate 
reader. Primary data were background corrected using 20 nM mIR without 
FITC-RP9 addition, normalized to buffer controls and then expressed as % 
specific binding. Results are shown in Figures 27A-27B. 

C. Summary 

10 Table 9, below, summarizes the binding data calculated from 

competition assays using the IR constructs, sIR-Fc, sIR, and mIR, in TR- 
FRET and FP formats. The data in Table 9 indicate that most dimer 
peptides (e.g., S291 and S375 or S337), showed greater agonist activity 
than the corresponding monomer peptides (e.g., H2C or RP9, respectively) 

15 in the FFC assay. It was previously demonstrated that an inequality 
between monomer peptides and insulin was exhibited in competition assays 
where the assay reporter was a monomer peptide (i.e., RP9 or S175). This 
inequality was also demonstrated by dimer peptides as seen in Table 9. 
Table 9 further shows that Group 6 monomer peptides such as E8 (D120) 

20 were able to compete with FITC-RP9 or b-RP9 peptides for binding to sIR- 
Fc, but did not compete peptide ligands, such as FITC-RP9 for binding to 
mIR. Experiments using different IR constructs thereby allowed 
differentiation of Site I peptides based on sequence motifs (i.e., Group 6 
(Formula 10) vs. Group 1 (Formula 1; A6)). 
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Based on the functional studies outlined above, the following peptide 
dinners were designed. 



SEQ 

ID 

NO: 


Monom./ 
Linkers 


Sequence 


2119 


F8-6aa- 
RP9 


HLCVLEELFWGASLFGYCSGGGSGGSGSLDESFYDWFERQL 


2120 


F8-12aa- 
RP9 


HLCVLEELFWGASLFGYCSGGGSGGSGGSGGSGSLDESFYDWFERQL 


2121 


D8-6aa- 
S175 


WLDQEWAWVQCEVYGRGCPSGGSGGSGRVDWLQRNANFYDWFVAELG 


2122 


D8-12aa- 
S175 


WLDQEWAWVQCEVYGRGCPSGGSGGSGGSGGSGRVDWLQRNANFYDWFVAELG 


2123 


F8-6aa- 
S175 


HLCVLEELFWGASLFGYCSGGGSGGSGRVDWLQRNANFYDWFVAELG 


2124 


F8-12aa- 
S175 


HLCVLEELFWGASLFGYCSGGGSGGSGGSGGSGRVDWLQRNANFYDWFVAELG 


2125 


D8-6aa- 
RP15 


HLCVLEELFWGASLFGYCSGGGSGGSSQAGSAFYAWFDQVLRTV 


2126 


D8-6aa- 
RP6 


HLCVLEELFWGASLFGYCSGGGSGGSTFYSCLASLLTGTPQPNRGPWERCR 


2127 


D8-6aa- 
RP17 


HLCVLEELFWGASLFGYCSGGGSGGSQSDAFYSGLWALIGLSDG 


2128 


D8-6aa- 
Grp6 


HLCVLEELFWGASLFGYCSGGGSGGSDSDWAGYEWFEEQLD 



5 Linker sequences are underlined and in bold; Monomer sequences are shown below; All 
dimers are linked C-N. 



SEQ ID NO: 


Monomer 


Formula 


LSite 


Sequence 


1576 


F8 


4 


2 


HLCVLEELFWGASLFGYCSG 


1558 


RP9 


1 


1 


GSLDESFYDWFERQL 


2129 


D8 


6 


2 


WLDQEWAWVQCEVYGRGCPS 


1560 


S175 


1 




GRVDWLQRNANFYDWFVAELG 


2130 


RP15 


1 




SQAGSAFYAWFDQVLRTV 


1635 


Rp6 


2 




TFYSCLASLLTGTPQPNRGPWERCR 


2131 


RP17 


1 




QSDAFYSGLWALIGLSDG 


1595 


Group 6 


10 




DSDWAGYEWFEEQLD 



Example 8: Peptide Fusions To The Maltose Binding Protein 

10 A. Cloning 

The transfer of interesting peptide sequences from phage display to 
maltose binding protein (MBP) fusions is desirable for several reasons. 
First, to obtain a more sensitive affinity estimate, the polyvalency of phage 
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display peptides should be converted to a monovalent system. For this 
purpose, the peptide sequences are fused to MBP that generally exists as a 
monomer with no cysteine residues. Second, competition experiments can 
be carried out with the same or different peptides, one phage displayed and 
5 the other fused to MBP. Lastly, purified peptides can be obtained by 
cleavage of the fusion protein at a site engineered in the DNA sequence. 

Figure 28 shows a schematic drawing of the MBP-peptide construct. 
In the construct, the N-terminus of the peptide sequence is fused to the C- 
terminus of the MBP. Two peptide-flanking epitope tags are included, a 

10 shortened-FLAG® at the N-terminus and E-Tag at the C-terminus. The 
corresponding gene fusion was generated by ligating a vector fragment 
encoding the MBP in frame with a PGR product encoding the peptide of 
interest. The vector fragment was obtained by digesting the plasmid pMAL- 
c2 (New England Biolabs) with EcoRI and Hind\\\ and then treating the 

15 fragment with shrimp alkaline phosphatase (SAP; Amersham). The 
digested DNA fragment was resolved on a 1% agarose gel, excised, and 
purified by QIAEXII (QIAGEN). The 20-amino acid peptide sequences of 
interest were initially encoded in the phage display vector pCANTABSE 
(Pharmacia). To obtain these sequences, primers were synthesized which 

20 anneal to sequences encoding the shortened FLAG® or E-Tag epitopes and 
also contain the required restriction enzyme sites EcoRI and Hind\\\. PCR 
products were obtained from individual phage clones and digested with 
restriction enzymes to yield the insert fragment. The vector and insert were 
ligated overnight at 15°C. The ligation product was purified using QIAquick 

25 spin columns (QIAGEN) and electroporations were performed at 1500 v in 
an electroporation cuvette (0.1 mm gap; 0.5 ml volume) containing 10 ng of 
DNA and 40 pi of E. coli strain ER2508 (RR1 lon:minfTn10(Jet r ) (malB) 
(argF-lac)U169 Pro + zjc: :Tn5(Kan r ) fhuAZ) electrocompetent cells (New 
England Biolabs). Immediately after the pulse, 1 ml of pre-warmed (40°C) 

30 2xYT medium containing 2% glucose (2xYT-G) was added and the 
transformants were grown at 37°C for 1 h. Cell transformants were plated 
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onto 2xYT-AG plates and grown overnight at 37°C. Sequencing confirmed 
the clones contained the correct constructs. 

B. Small-Scale Expression of Soluble MBP-Peptide Fusion 
Proteins 

5 E. coli ER2508 (New England Biolabs) carrying the plasmids 

encoding MBP-peptide fusion proteins were grown in 2xYT-AG at 37°C 
overnight (250 rpm). The following day the cultures were used to inoculate 
media (2x YT containing-G) to achieve an OD 6 oo of 0.1. When the cultures 
reached an OD 6 oo of 0.6, expression was induced by the addition of IPTG to 
10 a final concentration of 0.3 mM and then cells were grown for 3 h. The cells 
were pelleted by centrifugation and samples from total cells were analyzed 
by SDS-PAGE electrophoresis. The production of the correct molecular 
weight fusion proteins was confirmed by Western blot analysis using the 
monoclonal antibody anti-E-Tag-HRP conjugate (Pharmacia). 

15 C. Large-Scale Expression of Soluble MBP-Peptide Fusion 

Proteins 

E. coli ER2508 carrying plasmids encoding the MBP-peptide fusion 
proteins were grown in 2xYT-AG media for 8 h (250 rpm, 37°C). The 
cultures were subcultured in 2xYT-AG to achieve an OD 6 oo of 0.1 and grown 

20 at 30°C overnight. This culture was used to inoculate a fermentor with 
medium of following composition (g/l): glucose (3.00); (NH 4 ) 2 S0 4 5.00; 
MgS0 4 • 7H 2 0 (0.25); KH 2 P0 4 (3.00); citric acid (3.00); peptone (10.00); 
and yeast extract (5.00); pH 6.8. 

The culture was grown at 700 rpm, 37°C until the glucose from the 

25 medium was consumed (OD 600 = ~6.0 - 7.0). Expression of the fusion 
protein was induced by the addition of 0.3 mM IPTG and the culture was 
grown for 2 h in fed-batch mode fermentation with feeding by 50% glucose 
at a constant rate of 2 g/l/h. The cells were removed from the medium by 
centrifugation. Samples of the cell pellet were analyzed by SDS-PAGE 
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followed by the Western blot analysis using the mouse monoclonal antibody 
anti-E-Tag-HRP conjugate (Pharmacia) to visualize the expressed product. 

D. Purification 

The cell pellets were disrupted mechanically by sonication or 
5 chemically by treatment with the mild detergent Triton X-100. After removal 
of cell debris by centrifugation, the soluble proteins were prepared for 
chromatographic purification by dilution or dialysis into the appropriate 
starting buffer. The MBP fusions were initially purified either by amylose 
affinity chromatography or by anion exchange chromatography. Final 

10 purification was performed using anti-E-Tag antibody affinity columns 
(Pharmacia). The affinity resin was equilibrated in TBS (0.025 M Tris- 
buffered saline, pH 7.4) and the bound protein was eluted with Elution buffer 
(100 mM glycine, pH 3.0). The purified proteins were analyzed for purity 
and integrity by SDS-PAGE and Western blot analysis according to standard 

15 protocols. 

For MBP fusions, IR agonist activity was observed for the Site 1-Site 
1 dimer peptides shown in Table 10, below. Additional binding data for the 
MBP fusions are shown in Table 1 1 , also below. 
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E. BIAcore Analysis 

For BIAcore analysis of fusion protein and synthetic peptide binding to 
insulin receptor, insulin (50 ^g/ml in 10 mM sodium acetate buffer pH 5) was 
immobilized on the CMS sensor chip (Flowcell-2) by amine coupling. 
5 Flowcell-1 was used for background binding to correct for any non-specific 
binding. Insulin receptor (450 nM) was injected into the flow cell and the 
binding of IR to insulin was measured in resonance units (RUs). Receptor 
bound to insulin gave a reading of 220 RU. The surface was regenerated 
with 25 mM NaOH. Pre-incubation of receptor with insulin in a tube at RT 

10 completely abrogated the response units to 16 RU. Thus, the system was 
validated for competition studies. Several maltose-binding fusion proteins, 
peptides, and rVabs were pre-incubated with insulin receptor before injecting 
over the insulin chip for competition studies. The decrease in 
binding/resonance units indicates that several MBP-fusion proteins can block 

15 the insulin-binding site. The results are shown in Tables 12 and 13. The 
amino acid sequences referred to in the tables are identified in Figures 8 and 
9A-9B, except the 447 and 2A9 sequences, which are shown below. 

TABLE 12 



BIAcore Results — Fusion Proteins Compete for Binding to IR 





Incubation Mixtures 


Result (RUs) 


Sequence Type 


Controls 


Insulin Receptor (IR) 450 nM 


220 


Positive Control 




Insulin ( 8.7 pM) 


16 


Negative Control 


MBP Fus. Prots. 


A7 (20A4)-MBP (4.1 uM) + IR 


43 


Formula 6 Motif 




D8-MBP(1.6uM) + IR 


56 


Formula 6 Motif 




D10-MBP (3.4 uM)+IR 


81 


Formula 1 1 Motif 




447-MBP01.5 pM) + IR 


195 


hGH Pept. Fus. 




MBP (13 pM) + IR 


209 


Negative Control 



20 

The A7 (20A4), D8, and D10 peptide sequence are shown in Figures 8 and 9A-9B. The 447 
peptide sequence is: LCQRLGVGWPGWLSGWCA (SEQ ID NO:2156). 

TABLE 13 



25 



BIAcore Results — Synthetic peptides compete for binding to IR 
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Incubation Mix 


% Binding 


Result (RUs) 


Sequence Type 


IR 


100 


128 


Positive control 


IR + 20D1 


41 


51.8 


Formula 1 Motif 


IR+D8 


33 


41.6 


Formula 6 Motif 


IR + 20C11 


38 


49 


Formula 2 Motif (bkg high) 


IR + H2 


27 


34.6 


IGF (phosphorylated band) 


IR + 2A9 


100 


128 


IGF(bkg high) 


IR + 20A4 


33 


41.8 


Formula 6 Motif 


IR + p53wt 


97 


124.5 


P53 wild type 



The concentration of each peptide was about 40 pM and the concentration of IR 
was 450 nM. The 20D1, 20A4, and D8 peptide sequences are shown in Figures 8 and 9A- 
9B. The remaining peptide sequences are as follows: 447 = LCQRLGVGWPGWLSGWCA 
5 (SEQ ID NO:2156); 2A9 = LCQSWGVRIGWLTGLCP (SEQ ID NO:2157); 20C11 = 
DRAFYNGLRDLVGAVYGAWD (SEQ ID NO:1659); H2 = VTFTSAVFHENFYDWFVRQVS 
(SEQ ID NO:1784). 



Regarding preparation of a Site 1 agonist comprising two D1 1 7 (H2C) 
10 peptides, a linker of only 3 amino acids (12 A) provided a ligand of greater 
affinity for Site 1 of IR than a corresponding ligand prepared with a 9 amino 
acid (36 A) linking region (Figure 29). 

F. Stimulation of Autophosphorylation of IR by MBP-Fusion 
Peptides 

15 MBP fusion peptides were prepared as described above, and then 

assayed for autophosphorylation of a insulin receptor construct transfected 
into 32D cells (Wang et a/., 1993; clone 969) (see Example, above). The 
results of these experiments shown in Figure 30 indicate that the H2C 
monomer and H2C-H2C homodimer peptides stimulate autophosphorylation 

20 of IR in vivo. H2C dimer peptides (Site 1-Site 1) with a 6 amino acid linker 
(H2C-6aa-H2C) were most active in the autophosphorylation assay. Other 
active dimer peptides are also shown in Figure 30, particularly H2C-9aa- 
H2C, H2C-12aa-H2C, H2C-3aa-H2C, and F8. 



G. Insulin Receptor Binding Affinity and Fat Cell Potency of 
25 MBP-Fusion Peptides 

Results of assays to determine binding affinity for insulin receptor and 
fat cell potency of the MBP-fusion peptides are shown in Table 14, below. 
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Example 9: In Vivo Assays for Insulin Agonists 

To test the in vivo activity of dimer peptide S519, an intravenous 
blood glucose test was carried out on Wistar rats. Male Mol:Wistar rats, 
weighing about 300 g, were divided into two groups. A 10 ul sample of 
5 blood was taken from the tail vein for determination of blood glucose 
concentration. The rats were anaesthetized with Hypnorm/Dormicum at t = - 
30 min and blood glucose was measured again at t = -20 min and at t = 0 
min. After the t = 0 sample was taken, the rats were injected into the tail 
vein with vehicle or test substance in an isotonic aqueous buffer at a 
10 concentration corresponding to a 1 ml/kg volume of injection. Blood glucose 
was measured at times 10, 20, 30, 40, 60, 80, 120, and 180 min. The 
Hypnorm/Dormicum administration was repeated at 20 min intervals. 
Results shown in Figure 33 demonstrate that the S519 (at 20 nmol/kg) 
peptide lowered blood glucose levels similar to levels observed for human 
15 insulin (at 2.5 nmol/kg) (n=8). The S519 peptide and human insulin showed 
comparable in vivo effects, both in magnitude and onset of response (Figure 
33). 

Example 10: IGF-1 Binding Peptides 

Three major groups of peptide IGF-1 -binding peptides were obtained from 
IGF-1 R panning experiments: Site 1 A6 (FyxWF) (SEQ ID NO:1596); Site 1 
B6 (FyxxLxxL) (SEQ ID NO:1732), and Site 2 (cysteine loops). See Beasley 
et al. International Application PCT/US00/08528, filed March 29, 2000, and 
Beasley et al., U.S. Application Serial No. 09/538,038, filed March 29, 2000. 
Active peptides included 20E2 and RP6 (B6-like; Formula 2), S175 (A6-like; 
Formula 1), G33 (A6-like; Formula 1), RP9 (A6-like; Formula 1), D815 (Site 
2), and D8B12 (Site 2) peptides. The IGF-1 binding peptides were analyzed 
by various assays, described as follows. 



20 



25 
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A. Phage Competition 

Phage competition studies were performed with Site 1 (RP9) and Site 
2 (D815) monomer peptides. Plates were coated with IGF-1R (100 ng/well 
in carbonate buffer, pH 9.6) overnight at 4°C. Wells were blocked with 4% 
5 non-fat milk in PBS for 60 min at room temperature. One hundred 
microliters of rescued phage were added to each well. Peptides in varying 
concentrations were added and the mixtures were incubated for 2 h at room 
temperature. Plates were washed three times with PBS and 100 nl of anti- 
Mi 3 antibody conjugated to horseradish peroxidase was added to each 
10 well. The labeled antibody was incubated at room temperature for 60 min. 
After washing, 100 uJ of ABTS was added per well and the plates read in a 
microtiter reader at 450 nM. 

Phage included RP9 (A6-like; Formula 1); RP6 (B6-like; Formula 2); 
D8B12 (Site 2); and D815 (Site 2). Peptides included RP9 and D815. 

15 



Peptide 


Formula 


Site 
IGF-1R 


Sequence 


SEQ ID 

NO: 


D8B12 


6 


2 


WLEQERAWIWCEIQGSGCRA 


1884 


D815 


6 


2 


WLDQERAWLWCEISGRGCLS 


2206 


RP6 


2 


1 


TFYSCLASLLTGTPQPNRGPWERCR 


1635 


RP9 


1 


1 


GSLDESFYDWFERQLG 


1559 



Results shown in Figures 34A-34E demonstrate that that RP9 and 
D815 peptides competed both Site 1 and Site 2 phage. These results 
illustrate the allosteric nature of the interaction with IGF-1R. 
20 Phage competition studies were also performed with Site 2-Site 1 

dimer peptides containing 6- or 12-amino acid linkers. Plates were coated 
with IGF-1R (100 ng/well in carbonate buffer, pH 9.6) overnight at 4°C. 
Wells were blocked with 4% non-fat milk in PBS for 60 min at room 
temperature. One hundred microliters of rescued phage were added to 
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each well. Peptides in varying concentrations were added and the mixture 
incubated for 2 h at room temperature. Plates were washed three times with 
PBS and 100 jal of anti-M13 antibody conjugated to horseradish peroxidase 
was added to each well. The labeled antibody was incubated for 60 min at 
5 room temperature. After washing, 100 j^l of ABTS was added per well and 
the plates read in a microtiter reader at 450 nM. Phage included RP9, RP6 f 
D8B12, and D815. Peptides included D815-6L-RP9 and D815-12L-RP9. 
Linker sequences are underlined and shown below. 



Peptide 


Formula 


Site 
IGF-1R 


Sequence 


SEQ 
ID NO: 


D815-6L- 
RP9 


6-1 


2-1 


LDQERAWLWCEISGRGCLSGGSGGSGSLDESFYDWFERQLGKK 


2207 


D815- 
12L-RP9 


6-1 


2-1 


WLDQERAWLWCEISGRGCLSGGSGGSGGSGGSGSLDESFYDW 
FERQLGKK 


2208 



10 D8B12, D815, RP6, and RP9 amino acid sequences are shown in the 

previous section. Results shown in Figures 35A-35E demonstrate that 
dimers competed both Site 1 and Site 2 phage. This indicates that both 
dimer units were active at IGF-1 R. 

B. IGF-1 Proliferation Assays 

15 FDC-P2 cells expressing the IL-3 and human IGF-1 R receptors were grown 
in RPMIk-1640 medium supplemented with 15% fetal bovine serum (FBS) 
and 5% WEHI conditioned medium (containing IL-3) in accordance with 
routine methods. Prior to an experiment, the cells were pelleted and 
washed two times in PBS. Following this, cells were resuspended in RPMI- 

20 1640 medium with 2% FBS and added to a 96-well plate at a concentration 
of 2 x 10 4 cells/well in 75 jxl. This was designated as the cell plate. 

Peptides were suspended in PPM 1-1 5% FBS (test medium). For the 
agonist assay, medium was added to rows 2-12 of a 96-well plate. The 
peptide was added to row 1 in 200 jal of test medium at a final concentration 

25 of 60 |iM. The peptide was serially diluted (1:1) across rows 2-11. No 
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peptide was added to row 12 (control; cells without IGF-1). For the 
antagonist assay, test medium containing 10 ng/ml IGF-1 (ED 50 test 
medium) was added to all wells of a 96-well plate. To row 1 was added 100 
li\ of peptide in ED 5 o test medium at a concentration of 120 jiM. The peptide 
5 was serially diluted (1:1) across rows 2-1 1 . No peptide was added to row 1 2 
(control; cells with IGF-1). 

For both agonist and antagonist assays, 75 jil from the working plates 
was transferred to the appropriate rows in comparable cell plates. The 
starting peptide concentration for both agonist and antagonist assays was 
10 30 fiM. Each peptide was done in duplicate. Plates were incubated at 37°C 
for 45-48 h. Ten microliters of WST-1 (Cell Proliferation Reagent, Roche cat 
# 1 644 807) were added to each well and the plates were read in an ELISA 
reader (440/700 dual wavelength) each hour for 4 h. Graphs were prepared 
from the raw data using Sigma Plot. Peptides included: 

15 



Peptide 


Formula 


Site 
IGF-1 R 


Sequence 


SEQ 
ID NO: 


20E2 


2 


1 


D YKD F YDAI DQ LVRG S ARAG GTRD 


2209 


D815 


6 


2 


WLDQERAWLWCEISGRGCLS 


2206 


G33 


1 


1 


GIISQSCPESFYDWFAGQVSDPWWCW 


1600 


RP6 


2 


1 


TFYSCLASLLTGTPQPNRGPWERCR 


1635 


RP9 


1 


1 


GSLDESFYDWFERQLG 


1559 


S175 


1 


1 


GRVDWLQRNANFYDWFVAELG 


1560 



Results of the IGF-1 proliferation assays are shown in Figures 36-42. 
Figure 36 demonstrates that that peptides G33 (Site 1; ED 50 ~ 10 uM) and 
D815 (Site 2; ED 50 ~ 2 uM) showed agonist activity at IGF-1 R, whereas 
20 peptides RP9 and RP6 showed no agonist activity. Figure 37 demonstrates 
that that peptides RP6 (Site 1; ED 50 ~ 1 uM) and RP9 (Site 1; ED 50 ~ 7 uM) 
showed antagonist activity at IGF-1 R, whereas peptides G33 and D815 
showed no antagonist activity. Figure 38 demonstrates that peptides S175 
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and 20E2 exhibited weak agonist activity at IGF-1R (ED 50 > 10 ^M). Figure 
39 shows that D815-RP9 dimers with 6- or 12-amino acid linkers acted as 
agonists at IGF-1R. Figure 40 shows that dimer peptide D815-6-G33 was 
inactive as an agonist at IGF-1R. Figure 41 shows that monomer peptide 
5 RP6 acted as an antagonist at IGF-1R. The IGF-1 standard curve 
determined for FDC-P2 cells is shown in Figure 42. 

The IGF-1 R data for the Site 1 and Site 2 peptides is summarized in 
Table 15, below. 
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Example 11: Panning Peptide Libraries for IGF-1 binding proteins 
A. Panning Secondary Libraries 

Soluble IGF-1 R ("slGF-1R") was obtained from R&D Systems. The 
soluble protein (> 95% pure) included the heterotetrameric (alpha 2-beta 2) 
extracellular domain of IGF-1 R isolated from a mouse myeloma cell line. 
sIGF-IR (500 ng/well) was added to an appropriate number of wells in a 96- 
well microtiter plate (MaxiSorp plates, NUNC) and incubated overnight at 
4°C. Wells were then blocked with MPBS (PBS buffer pH 7.5 containing 2% 
Carnation® non-fat dry milk) at room temperature (RT) for 1 h. Eight wells 
were used for each round of panning for the G33 and RP6 secondary 
libraries. The phage were incubated with MPBS for 30 min at RT, then 100 
pi was added to each well. 

For the first round, the input phage titer was 4 x 10 13 cfu/ml. For 
rounds 2 and 3, the input phage titer was approximately 10 11 cfu/ml. Phage 
were allowed to bind for 2 to 3 h at RT. The wells were then quickly washed 
13 times with 200 pl/well of MPBS. Bound phage were eluted by incubation 
with 100 pl/well of 20 mM glycine-HCI, pH 2.2 for 30 s. The resulting 
solution was then neutralized with Tris-HCI, pH 8.0. Log phase TG1 cells 
were infected with the eluted phage, then plated onto two 24 cm x 24 cm 
plates containing 2xYT-AG. The plates were incubated at 30° C overnight. 
The next morning, cells were removed by scraping and stored in 10% 
glycerol at -80° C. For subsequent rounds of affinity enrichment, cells from 
these frozen stocks were grown and phage were prepared as described 
above. A minimum of 72 clones was picked at random from the second, 
third, and fourth rounds of panning and screened for binding activity. DNA 
sequencing of the clones determined the amino acid sequences 
summarized in Figure 43A-43B. 
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B. Panning Peptide Dimer Libraries 

Microtiter plates were coated and blocked by standard methods, as 
follows. Plates were coated with sIGF-IR (see Example, above) or soluble 
IR (Bass construct; Bass et ai, 1996, J. Biol. Chem. 271:19367-19375) in 
5 0.2 M NaHC0 3 , pH 9.4. One hundred microliters of solution containing 
either 50 ng IR or IGF-1 R (rounds 1 and 2), 25 ng IR or IGF-1R (round 3), or 
12.5 ng IR or IGF-1 R (round 4) was added to an appropriate number of 
wells in a 96-well microtiter plate (MaxiSorp plates, Nalge NUNC) and 
incubated overnight at 4°C. Wells were then blocked with a solution of 2% 

10 non-fat milk in PBS (MPBS) at RT for at least 1 h. 

Eight wells coated with IR or IGF-1 R were used for each round of 
panning. One hundred microliters of phage were added to each well. For 
the first round, the input phage titer was 3 x 10 13 cfu/ml. For subsequent 
rounds, the input phage titer was approximately 10 12 cfu/ml. Phage were 

15 incubated for 2-3 h at RT. The wells were then quickly washed 13 times 
with 300 ul/well of PBS. Bound phage were eluted by incubation with 150 
pl/well of 50 mM glycine-HCI, pH 2.0 for 15 min. The resulting solution was 
pooled and then neutralized with Tris-HCI, pH 8.0. Log phase TG1 cells 
were infected with the eluted phage, in 2xYT medium for 1 h at 37°C prior to 

20 the addition of helper phage, ampicillin, and glucose (2% final 
concentration). 

After incubation for 1 h at 37°C, the cells were spun down and 
resuspended in 2xYT-AK medium. The cells were then returned to the 
shaker and incubated overnight at 37°C. Phage amplified overnight were 

25 then precipitated and subjected to the next round of panning. A total of 96 
clones were picked at random from rounds 3 and 4 and screened for binding 
activity. Several clones from each pan were further tested for binding to IR 
or IGF-1 R in phage ELISA by competition with soluble peptides as 
described in Beasley et at. International Application PCT/US00/08528, filed 

30 March 29, 2000, and Beasley et ai, U.S. Application Serial No. 09/538,038, 
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filed March 29, 2000. Competition was performed by addition of 5 ^il of RP9 
peptide, recombinant D8 peptide, or both per well, followed by addition of 
100 \i\ of phage per well. Representative peptides are shown in Figures 
44A-44B and in Table 16, below. 
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C. Determination of Amino Acid Preferences 

For both monomer and dimer peptides, amino acid preferences for 
each peptide were determined as follows. The expected frequency of each 
of the 20 amino acids at that position was calculated based on codon usage 
5 and % doping for that library. This was then compared to the actual 
frequency of occurrence of each amino acid at every position after four 
rounds of biopanning. Any amino acid that occurred at a frequency >2-fold 
was considered preferred. Most preferred amino acid(s) were those that 
have the greatest fold enrichment after panning. Preferred amino acid 
10 sequences for RP9, D8, and Formula 10 (Group 6) peptides are shown 
below. 



TABLE 17 



Peptide 


Sequence 


SEQ ID NO: 


RP9 


GSLDESFYDWFERQLG 


1559 


Regular 


GLADEDFYEWFERQLR 
L 


2223 


w/ Peptide 


GQLDEDFYEWFDRQLS 
A 


2224 


w/ Insulin 


GFMDESFYEWFERQLR 
W A 


2225 



Table 17 shows preferred amino acid sequences for RP9 peptides. 

15 Residues in bold indicate strong preference; underlined residues indicate 
positions where more than one amino acid preference is seen. The first 
column indicates the conditions used for the panning procedure. "RP9" 
indicates sequence of the parent RP9; "Regular" indicates regular pan as 
described in methods for panning of random libraries; "w/ peptide" indicates 

20 panning in the presence of 2 nM RP9 peptide; "w/ insulin" indicates panning 
in the presence of 2 nM insulin. 
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TABLE 18 



Peptide 


Sequence 


SEQ ID NO: 


D8 Parent: 


WLDQEWAWVQCEVYGRGCPS 


2129 


Dimer Consensus 


sLEEEWaQIECEVY/WGRGCps 


2226 


Monomer Consensus 


sLEEEWaQIqCEIY/WGRGCry 

W 


1548 



Table 18 shows preferred amino acid sequences for D8 peptides. 
Upper case residues in bold indicate strong preference (>90% frequency); 
5 upper case letters, non-bold, indicate some preference (5-15% higher 
frequency than expected); lower case letters indicate less preference (2-5% 
higher frequency than expected); similar preferences seen in D8 in both 
monomer and dimer libraries. The underlined Y/W indicates that both 
residues are equally preferred at that position. In the original D8 sequence 
10 that position is occupied by Y. 



TABLE 19 



Peptide 


Sequence 


Type 


SEQ ID NO: 


Group 6 


W(A/E)GYEW(F/L) 


preferred core 


1549 


Group 6 


DSDWAGYEWFEEQLD 


preferred sequence 


1595 



Table 19 shows preferred amino acid sequences for Group 6 
peptides. Underlined residues indicate preferred N-terminal and C-terminal 
15 extensions. 

Example 12: Fluorescence-Based hlGF-1R Binding Assays 

A. Heterogeneous Time-Resolved Fluorometric Assays 

The effect of recombinant peptide G33 (rG33) on the binding of 
biotinylated-recombinant human IGF-1 (b-rhlGF-1) to recombinant human 
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IGF-1R (rhlGF-1R) was determined using heterogeneous time-resolved 
fluorometric assays (TRF; DELFIA®, PE Wallac, Inc.). The rhlGF-1R protein 
included the extracellular domain of the receptor pre-propeptide, up to 
amino acid residue 932 (A. Ullrich et a/., 1986, EMBO J. 5:2503-2512). 
5 Duplicate data points were collected at each concentration of competitor and 
the lines were designed to represent the best fit to a four-parameter non- 
linear regression analysis (y = min + (max-min)/(1+10 A ((loglC 50 - 
x)*Hillslope))) of the data, which was used to determine IC 50 values. 

The assay was performed using a 96-well clear microplate (NUNC 

10 MaxiSorp) with a final volume of 100 foJ. Microtiter plates were coated with 
0.1 |ag rhlGF-1R in 100 nl of NaHC0 3 , pH 8.5 buffer, and incubated 
overnight at room temperature (RT). The plates were washed 3-times with 
0.05 M Tris-HCI (pH 8 at 25°C), 0.138 M NaCI, 0.0027 M KCI (TBS). This 
was followed by addition of 200 ^l blocking buffer (TBS containing 0.05% 

15 Bovine Serum Albumin (BSA, Cohn Fraction V)), and incubated for 1 h at 
RT. The plates were washed 6-times with a 1 X solution of Wallac's 
DELFIA® wash concentrate. Competitor was added in a volume of 50 \xl and 
serially diluted across the microtiter plate in TBS containing 0.05% BSA. 
Non-specific binding (background) was determined in the presence of 60 jaM 

20 hlGF-1. 

Fifty microliters of b-rhlGF-1, 10 nM, diluted in TBS containing 0.05% 
BSA was added. The plates were incubated for 2 h at RT. After incubation, 
plates were washed 6-times with a 1X solution of Wallac's DELFIA® wash 
concentrate. Then the plates were treated with 100 pL of Wallac's DELFIA® 

25 Assay Buffer containing a 1:1000 dilution of europium-labeled streptavidin 
and incubated for 2 h at RT. This was followed by washing 6-times with a 1 
X solution of Wallac's DELFIA® wash concentrate. One hundred microliters 
of Wallac's DELFIA® enhancer was added, and the plates were shaken for 
30 min at RT. After shaking, the fluorescence signal at 620 nm was read on 

30 a Victor 2 1420 plate reader (PE Wallac, Inc.). Primary data were 
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background corrected, normalized to buffer controls, and then expressed as 
% specific binding. The Z'-factor was greater than 0.5 (Z' = 1-(3a + +3a.)/|n + - 
Zhang et ai, 1999, J. Biomol. Screen. 4:67-73) and the signal-to- 
background (S/B) ratio was -20. The results of these experiments are 
5 shown in Figure 45. The IC 5 o value calculated for rG33 is shown in Table 
20, below. 

The effect of recombinant peptides D815 (rD815), RP9, D815-6aa- 
G33, D815-6aa-RP9, and D815-12aa-RP9 on the binding of b-rhlGF-1 to 
rhlGF-1R was determined using the fluorometric assay described above. 

10 IGF-1 was used as a control. Duplicate data points were collected at each 
concentration of competitor and the lines represent the best fit to a four- 
parameter non-linear regression analysis, which was used to determine IC 50 
values. Results for rD815 are show in Figure 46; results for RP9 are shown 
in Figure 47; results for D815-6-G33 are shown in Figure 48; results for 

15 D815-6-RP9 are shown in Figure 49; and results for D815-12-RP9 are 
shown in Figure 50; the results for IGF-1 are shown in Figure 51. The IC 50 
values for the rD815, RP9, D815-6aa-G33, D815-6aa-RP9, and D815-12aa- 
RP9 peptides, and IGF-1 are shown in Table 20, below. Linker sequences 
are underlined. 

20 TABLE 20 



Competitor 


Sequence 


SEQ ID 

NO: 


ICso(M) 


rG33 


G 1 1 SQSCPE SF YD WF AGQ VSDP WWC W 


1600 


1.45 x 10"° M 


rD815 


WLDQERAWLWCEISGRGCLS 


2206 


4.08 x 10"° M 


RP9 


GSLDESFYDWFERQLG 


1559 


4.17 x 10" M 


D815-6aa-G33 


WLDQERAWLWCEISGRGCLSGGSGGSGIIS 
QSCPESFYDWFAGQVSDPWWCW 


2210 


6.24 x 10" M 


D815-6aa-RP9 


WLDQERAWLWCEISGRGCLSGGSGGSGSL 
DESFYDWFERQLGKK 


2211 


3.57 x 10"° M 


D815-12aa-RP9 


WLDQERAWLWCEISGRGCLSGGSGGSGG 
SGGSGSLDESFYDWFERQLGKK 


2212 


3.22 x 10"* M 


IGF-1 






6.85 x 10* 1U M 
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The order of potency of all peptides or dimers compared to IGF-1 was 
determined as: IGF-1 > D815-12aa-RP9 » D815-6aa-RP9 > RP9 = D815- 
6aa-G33 > rG33 > rD815. These results suggest that the coupling of D815 
with RP9 using an extended linker (12 versus 6 amino acids) produced a 
5 potent competitor that approximates the affinity of IGF-1 for its own receptor. 

B. Time-Resolved Fluorescence Resonance Energy Transfer 
Assays 

The effect of Site 1 peptides, Site 2 peptides, and rhlGF-1 on the 
dissociation of biotinylated-20E2 (b-20E2, Site 1) from recombinant human 

10 IGF-1 R was determined using time-resolved fluorescence resonance energy 
transfer assays (TR-FRET). Best fit non-linear regression analysis of the 
data, was used to determine dissociation rate constants. Each data point 
represents a single observation. 

The assay was performed using a 96-well white microplate (NUNC) 

15 with a final volume of 100 \x\. Final incubation conditions were 16.5 nM b- 
20E2, 2.2 nM SA-APC (streptavidin-allophycocyanin), 2.2 nM Eu 3+ -rhlGF-1R 
(LANCE™ labeled, PE Wallac, Inc.), 0.05 M Tris-HCI (pH 8 at 25°C), 0.138 
M NaCI, 0.0027 M KCI, and 0.1% BSA (Cohn Fraction V). Reactions were 
allowed to reach equilibrium for 6 h at RT. Following this, various peptides 

20 or IGF-1 were added at a final concentration of 100 |uM or 30 |iM, 
respectively. The addition of peptides or IGF-1 initiated the measurement of 
dissociation (Time Zero, sec). The fluorescence signal at 665 nm was read 
on a Victor 2 1420 plate reader (PE Wallac, Inc.) at 30 sec intervals. 

Results of these experiments are shown in Figure 52. The buffer 

25 controls did not vary over the time interval of study, which demonstrated that 
the equilibrium was not disturbed by the addition of diluent at Time zero. 
The addition of excess (> 1000-fold 20E2 K d for IGF-1 R) Site 1 peptides 
such as H2C, 20E2, or RP6 did not differ depending on specific the peptide 
used, and the dissociation rates of b-20E2 were similar for these peptides. 

30 D8B12 (Site 2 peptide) and IGF-1 (binds both Site 1 and Site 2) did 
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demonstrate significant differences in the rate of dissociation of b-20E2. 
This would suggest that these agents act as non-competitive or allosteric 
regulators of Site 1 binding. 

The effect of various peptides or peptide dimers on the binding of 
5 biotinylated-20E2 (B-20E2) to recombinant human IGF-1R was determined 
using TR-FRET assays, described above. For these experiments, each 
data point represents the average of two replicate wells. The lines represent 
the best fit to a four-parameter non-linear regression analysis (y = min + 
(max-min)/(1+10 A ((loglC 5 o-x)*Hillslope))) of the data, which was used to 

10 determine IC 5 o values. 

The assays were performed using a 384-well white microplate 
(NUNC) with a final volume of 30 jxl. Final incubation conditions were 15 nM 
b-20E2, 2 nM SA-APC, 2 nM Eu 3+ -rhlGF-1R (LANCE™ labeled, PE Wallac, 
Inc.), 0.05 M Tris-HCI (pH 8 at 25°C), 0.138 M NaCI, 0.0027 M KCI, and 

15 0.1% BSA (Cohn Fraction V). After 16-24 h of incubation at RT, the 
fluorescence signal at 665 nm and 620 nm was read on a Victor 2 1420 plate 
reader (PE Wallac, Inc.). Primary data were background corrected, 
normalized to buffer controls, and then expressed as % specific binding. 
The Z'-factor was greater than 0.5 (Z' = 1-(3a + +3a-)/|M+-M~|; Zhang et a/., 

20 1999, J. Biomol. Screen. 4:67-73) and the signal-to-background (S/B) ratio 
was ~ 4. Results of these experiments are shown in Figure 53. Table 21, 
below, shows the IC 5 o values calculated for these experiments. Notably, the 
C1 peptide showed IGF-1R affinities of -1 nM (Figure 53) and -10 nM 
(Table 21 ) in these assays. 

25 TABLE 21 



Competitor 


Sequence 


SEQ 
ID NO: 


Formula 


Site 
IGF-1 R 


IC 50 (M) 


C1 


CWARPCG D AAN F YD W FVQQ AS 


1550 


1 


1 


8.80E-10 


IGF-1 










2.93E-09 


RP9 


GSLDESFYDWFERQLG 


1559 


1 


1 


3.93E-08 
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20E2 


DYKDFYDAIDQLVRGSARAGGTRD 


2209 


2 


1 


1.04E-07 


E8 


GGTVWPGYEWLRNA 


2118 


10 


2 


2.53E-07 


H2C 


FHENFYDWFVQRVSKK 


2117 


1 


1 


4.60E-07 


S173 


LDALDRLMRYFEERPSL 


1830 


3 


1 


6.29E-06 


D8B12 


WLEQERAWIWCEIQGSGCRA 


1884 


6 


2 


1.13E-05 


A6 


SAKNFYDWFVKK 


1551 


1 


1 


3.10E-05 



C. Fluorescence Polarization Assays 

The effect of various peptide monomers and dimers on the binding of 
fluorescein-RP9 (FITC-RP9) to soluble human insulin receptor- 
immunoglobulin heavy chain chimera (sIR-Fc; Bass et a/., 1996, J. Biol. 
5 Chem. 271:19367-19375) was determined using fluorescence polarization 
assays (FP). For these experiments, each data point represents the 
average of two replicate wells. The lines represent the best fit to a four- 
parameter non-linear regression analysis of the data, which was used to 
determine IC 50 values. 

10 The assays were performed in a 384-well black microplate (NUNC) 

with a final volume of 30 pi Final incubation conditions were 1 nM FITC- 
RP9, 10 nM SIR, 0.05 M Tris-HCI (pH 8 at 25°C), 0.138 M NaCI, 0.0027 M 
KCI, 0.05% BGG (bovine gamma globulin), 0.005% Tween-20®. After 16-24 
h of incubation at RT, the fluorescence signal at 520 nm was read on an 

15 Analyst™ AD plate reader (LJL BioSystems, Inc.). Primary data were 
background corrected using 10 nM sIR without FITC-RP9 addition, 
normalized to buffer controls and then expressed as % specific binding. The 
Z'-factor was greater than 0.5 (Z' = 1-(3a + +3a.)/||a + -p.|; Zhang et a/., 1999, J. 
Biomol. Screen. 4:67-73) and the assay dynamic range was -125 mP. In 

20 parallel with these experiments, TR-FRET assays were performed using 
rhlGF-1R and b-20E2, as described above. Results of the FP and TR-FRET 
experiments are shown in Table 22, below. 
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TABLE 22 



Peptide 


FP 

Oil \ 1 \* 


TR-FRET 
rhlGF-1R 


Bndg Ratio 

IC5F-1R / IR 


Form. 


Site 

lor- 1 r\ 


SEQ ID 


Sequence 


RP4 


17 


8100 


476 


2 




1552 


PPWGARFYDAIEQLVFDNL 


S175 


10 


1650 


165 


1 


1 


1560 


GRVDWLQRNANFYDWFVA 
Pi ft 


RP15 


28 


706 


25 


1 


1 


2130 


SQAGSAFYAWFDQVLRTV 


H2C (D117) 


66 


600 


9 


1 


1 


2117 


FHENFYDWFVQRVSKK 


20E2 (D118) 


51 


100 


1.9 


2 




2209 


DYKDFYDAIDQLVRGSARA 
GGTRD 


RP9 


24 


33 


1.4 


1 




1559 


GSLDESFYDWFERQLG 


G33 


139 


178 


1.3 


1 




1600 


GIISQSCPESFYDWFAGQV 
SDPWWCW 


E8 (D120) 


206 


175 


0.85 


10 


2 


2118 


GGTVWPGYEWLRNA 


C1 (D112) 


52 


10 


0.19 


1 


1 


1550 


CWARPCGDAANFYDWFV 
QQAS 


RP16 


6400 


961 


0.15 






1553 


VMDARDDPFYHKLSELVT 



FP sIR-Fc column shows IC 50 (nM) values obtained (vs. FITC-RP9); TR-FRET rhlGF-1R 
column shows IC 50 (nM) values obtained (vs. b~20E2); for binding ratio: higher values 
5 indicated higher affinity for IR than IGF-1 R. Form. = formula; Bndg. = binding. 

These results demonstrated that S175, RP4, and RP15 showed high 
affinities for IR and showed high binding ratios for IGF-1 R over IR. H2C, 
20E2, RP9, and C1 were slightly less potent than S175, RP4, and RP15 at 
10 IR, and these peptides had lower binding ratios for IGF-1 R over IR. G33 
and E8 were less potent than S175, RP4, and RP15 at IR, and showed 
comparable binding to IGF-1 R and IR. RP16 had poor potency at IR and 
IGF-1 R, but had higher affinity for IGF-1 R than IR. 

Example 13: IGF-1 R Binding Peptides - Additional Isolates 

15 The isolation and characterization of peptides which bind to and 

subdivide the insulin receptor binding site into multiple, non-overlapping 
regions designated Site 1 and Site 2 has been previously described 
(Beasley et al., U.S. Application Serial No. 09/538,038, filed March 29, 2000, 
published as WO 01/72771; Pillutla et aL, U.S. Patent Application Serial No. 
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09/962,756, filed September 24, 2001; Pillutla et aA, 2002, J. Biol. Chem. 
277:22590-22594). To identify IGF-1 R antagonists, a multi-tiered approach 
was used. First, Site 1 peptides with greater selectivity for IGF-1 R as 
compared to IR were identified. Second, secondary libraries were 
5 generated using information from the primary library pannings. These 
secondary libraries were designed to define the amino acid requirements for 
binding, specificity, and affinity. 

To determine optimal sequence requirements within the motif, a 
secondary library based on a clone identified from the random library was 

10 made where the flanking regions were held constant, while the core was 
allowed to change. The library was prepared from doped oligonucleotides 
so that half of the amino acid residues (on average) in the core sequence 
were altered per peptide. Panning of these libraries identified substitutions 
within the core that did or did not affect binding. In an alternative approach, 

15 amino acids in the flanking regions conferring binding affinity and/or 
specificity were defined by designing secondary libraries wherein the core 
was held constant and the flanking sequences were either doped or 
randomized. For both types of libraries, amino acids optimal for binding 
were selected by panning against IGF-1 R. Once secondary peptides with 

20 the appropriate binding characteristics were identified, a preferred peptide 
was defined. To do this, the amino acids at each position were optimized 
based on a comparison of the expected results from the doping strategy and 
the actual results observed in the binding population. 

A. Primary Peptide Libraries 

25 The E. coli, strain TG1 (genotype = K12 A(lac-pro), supE, thi, 

hsd&5/F'[traD36, proAB, lacF, lacZAM15\) was obtained from Pharmacia 
(Piscataway NJ). DNA fragments coding for peptides containing 40 random 
amino acids were generated by a PCR-technique using synthetic 
oligonucleotides. A 145-base oligonucleotide was synthesized to include 

30 the sequence (NNK) 4 o where N = A, C, T, or G and K = G or T. This 
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oligonucleotide was used as the template in PCR reactions along with two 
shorter oligonucleotide primers, both of which were biotinylated at their 5' 
ends. The resulting product was purified, concentrated, and ligated to the 
phagemid pCANTABSE (Pharmacia). The ligation product was purified and 
5 electroporated into competent bacterial cells. The transformants were 
grown at 37°C for 1 h, pooled and plated onto selection medium. Depending 
upon the amount of DNA electroporated, the diversity of the random 40mer 
peptide cell library was found to be between 1.6 X 10 10 and 1 x 10 11 
independent clones. The phage library was produced by rescue of the cell 

10 library according to standard phage preparation protocols (G.P. Smith and 
J.K. Scott, 1993, Methods Enzymol. 217:228-257). Phage titers were 
usually at 4 X 10 13 cfu/ml. In previous experiments, sequencing of randomly 
selected clones from the cell library indicated that about 54% of all clones 
were in-frame. The short FLAG sequence (DYKD; SEQ ID NO: 1545), was 

15 included at the N-terminus as an immunoaffinity tag. In addition, the E-tag 
epitope (GAPVPYPDPLEPR; SEQ ID NO:XX) was engineered into the 
carboxy terminus of the peptide. Additional random phage libraries of 
20mer peptides were constructed using a similar approach. The diversity of 
these cell libraries was estimated to be > 1.1 X 10 11 clones. 

20 B. Secondary and Tertiary Libraries 

The desired number of amino acid mutations were introduced in the 
parental peptide at the codon level when the synthetic DNA template was 
produced. For example, where a change in 45% of the amino acids was 
desired (i.e., 9 changes/20 amino acids), then a 60% change at the codon 
25 level was needed due to the redundancy of the genetic code (efficiency 
factor of 0.75). Per position, this translated to 20% doping at the level of 
DNA synthesis. At the DNA synthesis level, a 20% doping included the 
following ratio of nucleotides in the synthetic template: 

A 80% A, 6.6% C, 6.6% G, 6.6% T 
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C 6.6% A 80% C, 6.6% G, 6.6% T 
G 6.6% A 6.6% C, 80% G, 6.6% T 
I 6.6% A 6.6% C, 6.6% G, 80% T 
In this chart, the A, C, T, G (underlined and in bold) bases represent 
5 the original bases in the parental sequence. When the clones from cell 
libraries were sequenced and the number of amino acid mutations was 
examined per peptide, the average number of changes was found to 
correlate to the desired value. After the synthetic template was obtained, 
the DNA was ligated to the pCANTBASE phagemid vector to produce the 
10 cell library in the TGI strain as previously described. Phage rescue was 
carried out to produce the phage library used in the panning experiments. 

C. Panning of peptide libraries 

A standard method was used to coat and block all microtiter plates. 
Plates were coated with IGF-1R in 0.2 M NaHC0 3 , pH 9.4. One hundred 
15 microliters of solution containing 100 ng of IGF-1R was added to an 
appropriate number of wells in a 96-well microtiter plate (MaxiSorp plates, 
Nunc) and incubated overnight at 4°C. Wells were then blocked with a 
solution of 2% non-fat milk in PBS (MPBS) at room temperature (RT) for at 
least 1 h. 

20 Four to eight wells coated with IGF-1R were used for each round of 

panning. One hundred microliters of phage were added to each well. For 
the first round, the input phage titer was -10 13 cfu/ml. For subsequent 
rounds, the input phage titer was approximately 10 12 cfu/ml. Phage were 
allowed to bind for 2-3 h at RT. The wells were then quickly washed 13 

25 times with 300 pl/well of PBS. Bound phage were eluted by incubation with 
150 pl/well of 50 mM glycine-HCI, pH 2.0 for 5 min. The resulting solution 
was pooled and then neutralized with Tris-HCI, pH 8.0. 

Log phase TG1 cells were infected with the eluted phage, in 2xYT 
medium for 1 h at 37°C prior to the addition of helper phage, ampicillin and 

30 glucose (2% final concentration). After incubation for another hour at 37°C, 
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the cells were spun down and resuspended in 2xYT-AK medium. The cells 
were then returned to the shaker and incubated overnight at 37°C. Phage 
amplified overnight was then precipitated and subjected to the next round of 
panning. A total of 96 clones were picked at random from rounds 3 and 4 
5 and screened for binding activity. 

D. ELISA Analyses of Phage 

For phage pools, cells from frozen stocks were grown and phage 
were prepared as described above. For analysis of individual clones, 
colonies were picked and phage prepared as described above. Subsequent 

10 steps were the same for pooled and clonal phage. Microtiter wells were 
coated and blocked as described above. Wells were coated with either IGF- 
1R or IR. Phage resuspended in MPBS (PBS containing 2% non-fat milk) 
were added to wells (100 jjJ/well) and incubated at room temperature for 1 h. 
The phage solution was then removed, and the wells were washed three 

15 times with PBS at room temperature. 

Anti-M13 antibody conjugated to horseradish peroxidase (Pharmacia 
Biotech) was diluted 1:3000 in MPBS and added to each well (100 ^/well). 
Incubation was for another hour at room temperature, followed by PBS 
washes as described. Color was developed by addition of ABTS solution 

20 (100 |al/well; Boehringer). Color development was stopped by adjusting 
each well to 0.5% SDS. Plates were analyzed at 405 nm using a 
SpectraMax 340 plate reader (Molecular Devices) and SoftMax Pro 
software. Data points were averaged after subtraction of appropriate 
blanks. A clone was considered "positive" if the A405 of the well was > 2-fold 

25 over background. 

E. Determination of Amino Acid Preferences 

Amino acid preferences for each peptide were determined as follows. 
The expected frequency of each of the 20 amino acids at that position was 
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calculated based on codon usage and % doping for that library. This was 
then compared to the actual frequency of occurrence of each amino acid at 
every position after four rounds of biopanning. Any amino acid that occurred 
at a frequency >2-fold was considered preferred. The most preferred amino 
5 acid(s) were defined as those with the greatest enrichment after panning. 
Using the amino acid preferences determined for each position, peptides 
with the most preferred sequences were designed. 

Representative monomer and dimer peptides identified by panning 
secondary libraries for binding to IGF-1R are shown in Figures 54A-54B, 
10 55A-55B, 56A-56B, 57A-57B, 58A-58B, 59A-59B, 60A-60C, 61A-61B, 62A- 
62B, 63A-63B, and 64A-64B. Primary library pannings produced several 
peptides, including RP6, RP48, RP52, RP54, RP56, and RP60, described 
above. Peptides designed according to amino acid preferences (i.e., 
peptides by design) included RP30-IGF, RP31-IGF, and RP33-IGF. 

15 Example 14: IGF-1 Antagonist Peptides 

A. Cells and Reagents 

MCF-7 and MiaPaCa cell lines were obtained from the American 
Type Culture Collection (Manassas, VA). Cells were routinely grown in 
RPMI1640 medium supplemented with 10% fetal bovine serum and 1% 
20 glutamax. The extra-cellular domain of IGF-1 R was obtained as a 
recombinant protein from R&D Systems (Minneapolis, MN). 

B. Whole-cell lysates 

For qualitative IRS-1 phosphorylation analysis, MCF-7 cells in 
monolayer cultures (about 80% of confluency) were used. After about 20 h 
25 of starvation in serum-free RPMI medium (GibcoBRL), cells were stimulated 
for 10 min in the same medium containing IGF-1 (Peprotech), or IGF-1 plus 
peptides (synthetic peptides produced by Research Genetics), or no 
addition as a negative control. After treatment, cells were rinsed twice with 
ice-cold PBS containing 0.2 mM PMSF and 1 mM Na 3 V0 4 (all from SIGMA). 
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Cells were scraped into the same buffer and pelleted by centrifugation at 
200 x g for 3 min. Lysis was done in RIPA buffer (0.8766% NaCI, 0.11% 
SDS, 0.5% deoxycholic acid (all from SIGMA), 1% Triton X-100, (Boehringer 
Mannheim)) containing phosphatase inhibitor cocktails 1 and 2 (SIGMA) and 
5 protease cocktail inhibitor tablet (Boehringer Mannheim) for 5 min on ice. 
Cell lysates were cleared by centrifugation for 5 min at 14 000 x g and the 
resulting supernatant was snap-frozen in ethanol-dry ice and stored at - 80° 
C. The protein concentration was determined using the D c Protein Assay Kit 
(Bio-Rad Laboratories). 

1 0 C. Immunoprecipitation and Western Blot Analysis 

Immunoprecipitations were performed with pre-cleared lysates for 4 h 
at 40° C using 0.3-0.5 mg total protein with 1 j^g polyclonal anti-IRS-1 
antibody (Upstate Biotechnology), and 25 (il protein A/agarose slurry 
(SIGMA). Agarose beads with immobilized proteins were washed 3 times 

15 with IP wash buffer (50 mM Tris pH 7.5 (GibcoBRL), 150 mM NaCI, 1 mM 
Na 3 V0 4 , 0.2 mM PMSF). Protein elutions and denaturation were done for 3 
min at 95° C in 30 jil of Laemmle sample buffer (Bio-Rad Laboratories) with 
0.5 M p-mercaptoethanol (SIGMA). 

Immunoprecipitates were subjected to SDS-PAGE on 4-15% Tris-HCI 

20 Ready Gels and transferred to Trans-Blot Transfer Medium nitrocellulose 
membranes (both from Bio-Rad Laboratories). Membranes were blocked 
with PBS-Tween 20 (SIGMA) containing 2% non-fat milk. For detection of 
IRS-1 protein, blots were incubated with anti-IRS-1 antibody, followed by 
secondary antibody goat anti-rabbit IgG, HRP-conjugate. For detection of 

25 phosphorylated IRS-1, blots were incubated with monoclonal anti- 
phosphotyrosine (4G10) HRP-conjugated antibody. All antibodies were 
obtained from Upstate Biotechnology. Blots were exposed to an enhanced 
chemifluorescence substrate (ECL Western Blotting Analysis System, 
Amersham Pharmacia Biotech). Films were developed and fluorescent 

30 signal was visualized for qualitative analysis. 
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D. MCF-7 and MiaPaCa Cell Assays 

Peptides produced synthetically were maintained as 30 mM stock in 
100% DMSO, while recombinant dimers were diluted in water. All synthetic 
and recombinant peptides were stored at -80°C. The final concentration of 
5 DMSO was < 0.1%. MCF-7 and MiaPaCa (ATCC, Rockville, MD) cells were 
maintained in RPMI containing 10% FBS. All cells were starved overnight 
by growing them in RPMI media, which was serum free. Cells were 
trypsinized, washed twice with PBS before being seeded at 1-3 x 10 3 cells 
per well in a 96-well plate with a volume of 150 |al/well. All points were done 

10 in duplicate in 96-well plates. For antagonist activity assays, immediately 
before the addition of peptides, all media was gently removed from the 
wells. Peptides were serially diluted 1:2 in a final volume of 150 jil in a 
separate plate using RPMI containing 0.1% FBS plus 50 nM IGF-1. This 
mixture was transferred onto the cells, and the plates were incubated for 72 

15 h at 37°C in a C0 2 incubator. To quantitate cell number, 10 jal of WST-1 
reagent (Roche Molecular Biochemicals, Indianapolis, IN) was added to 
each well and the plates were returned to the 37°C/C0 2 incubator for 
approximately 2 h. Measurements were then read at 440 nm, with 700 nm 
used as a reference. 

20 E. Binding (ALPHAScreen) Assays 

To assay binding, the relative potencies of peptides as compared to 
IGF-1 were analyzed in a competition system utilizing biotinylated-human 
IGF-1 (b-hlGF-1) and His-tagged soluble recombinant human IGF-1 R 
(srhlGF-1R-his; R&D systems, Inc., Minneapolis, MN). Detection of the 
25 receptor ligand interaction was measured in an amplified luminescent 
proximity homogeneous assay (ALPHAScreen; BioSignal-Packard, 
Montreal). The assay was performed in 384-well Nunc™white polystyrene 
microplates (Nalge Nunc International, Naperville, IL) with a final volume of 
40 Final incubation conditions were 1 nM b-hlGF-1, 10 nM srhlGF-1R- 
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his, 0.025 M HEPES (pH 7.4 at 25°C), 0.100 M NaCI, 0.1% BSA (Cohn 
Fraction V; Sigma Chemical Co., St. Louis, MO), 10 ^g/ml nickel conjugated 
acceptor beads, and 10 jag/ml streptavidin conjugated donor beads. 

For the first step of the assay, hlGF-1 (PeproTech, Inc., Rocky Hill, 
5 NJ), b-hlGF-1 (see below), and peptides were incubated for 2 h at room 
temperature. Each concentration of competitor was assayed in duplicate. 
Non-specific binding was determined in the presence of 3 x 10~ 5 M hlGF-1. 
In the second step of the assay, acceptor beads were added and the 
incubation was continued for 0.5 h. In the final step, donor beads were 

10 added and the incubation was continued for an additional 1 h. At the end of 
the incubation period, the fluorescence signal at 520 nm was read on a 
Fusion-a HT plate reader (Packard Bioscience Company, Meriden, CT). 
Primary data were background corrected, normalized to buffer controls, and 
then expressed as % specific binding. The data were fit to a four-parameter 

15 non-linear regression analysis ( y = min + (max-min)/(1+10 A ((loglC50- 
x)*Hillslope)) ), which was used to determine IC 50 values. The Z'-factor for 
this assay was greater than 0.7 (Z = 1-(3a++3a-)/|ji+-|a-|) and the signal-to- 
background (S/B) ratio was between 40 and 70. 

Human IGF-1 was biotinylated on free amino groups using Pierce EZ- 

20 Link™ Sulfo-NHS-LC-Biotinylation Kit (PN #21430, Pierce, Rockford, IL). 
Human IGF-1, at 2 mg/ml in PBS, pH 7.2, was incubated at room 
temperature for 30 min with a 20-fold excess of sulfo-NHS-LC-biotin over 
theoretical total free amino groups. Unreacted biotins were removed by 
extensive dialysis (Pierce Slide-A-Lyzer® Dialysis Cassettes) against PBS, 

25 and degree of conjugation was determined by HABA (2-(4'- 
hydroxyazobenzene) benzoic acid) assay (Pierce product literature #21430). 
Number of biotins per hlGF-1 varied between 3 and 5. 
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F. FDC-P2 Cell Assays 

Peptides produced synthetically were maintained as 30 mM stock in 
1 00% DMSO, while recombinant dimers were diluted in water. All synthetic 
and recombinant peptides were stored at -80°C. The final concentration of 
5 DMSO was < 0.1%. FDC-P2 (obtained from Dr. J. Pierce, National 
Institutes of Heath, Bethesda, MD) cells were maintained in RPMI containing 
15% FBS and 5% WEHI (Genoquest, Germantown, MD) at 37°C in a C0 2 
incubator. To initiate experiments, all cells were starved for 5 h in RPMI 
containing 1% FBS. Cells were seeded at 1 x 10 4 cells per well into 96-well 

10 plates at a volume of 75 ul/well. Peptides were added at 2X final 
concentrations and all points were done in duplicate. For antagonist assays, 
peptides at 2X concentration were serially diluted 1 :2 in a final volume of 75 
ul in a separate plate using RPMI containing 0.1% FBS and 1 nM IGF-1. 
This mixture was transferred onto the cells to yield a final volume of 150 ul. 

15 The plates were incubated for 48 h at 37°C in a C0 2 incubator. To 
quantitate cell number, 10 fxl of WST-1 reagent (Roche Molecular 
Biochemicals, Indianapolis, IN) was added to each well and the plates were 
returned to the 37°C/C0 2 incubator for approximately 2 h. Measurements 
were then taken at 440 nm, with 700 nm used as a reference. 

20 G. Results 

Peptide RP33-IGF exhibited an affinity for IGF-1 R close to that of 
IGF-1 (9 nM; Table 23). Other peptides, such as RP54 showed affinity in 
the micromolar range (Table 23). In contrast to the observations made for 
IR, competition experiments indicated that IGF-1 R Site 1 and 2 peptides 
25 were able to compete with each other. This suggested that the functional 
interactions between Site 1 and Site 2 in IGF-1 R differed from those found in 
IR (unpublished data). 

To determine if any Site 1 peptides could act as antagonists, 
proliferation assays were established utilizing IGF-1 and IGF-2 responsive 
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human tumor cell lines. Sixteen human tumor cell lines were screened for 
their ability to proliferate in the presence IGF-1 and IGF-2 under serum-free 
conditions. Two cell lines, MCF-7 (breast carcinoma) and MiaPaCa 
(pancreatic carcinoma), showed the best dose response curves for IGF-1 
5 (ED 5 o = 5 nM; Figures 65A-65F), and were used for subsequent 
experiments. 

Peptides were synthesized and screened in the proliferation assay at 
an IGF-1 dose ten times the ED50 (50 nM). Several antagonist peptides 
were identified, including RP33-IGF, which consistently blocked IGF-1 and 

10 IGF-2 proliferation of both MCF-7 and MiaPaCa (Figures 66B-66C). In 
addition, peptides RP52 and RP54 were found to act as antagonists in at 
least one cell line (Table 26; Figures 70A-70B). Peptides RP52 and RP54 
are classified as miscellaneous peptides, which were not categorized into 
any of the formulae (e.g., Formula 1, Formula 2, etc.) disclosed herein. 

15 Experiments were then performed to determine whether antagonist 

peptides could block receptor activation at the level of key signaling 
intermediate, IRS-1. First, the optimal time and concentration of IGF-1 
needed for maximal activation of IRS-1 was established (Figures 67A-67B 
and Figures 68A-68B). Maximum phosphorylation of IRS-1 was observed 

20 after 10 min of treatment and was followed by a drop-off of the signal 
(Figures 67A-67B). This pattern was presumably due to degradation of the 
IRS-1 protein by a mechanism involving proteasomes (Lee et a/., 2000, Mol. 
Cell. B/o/., 2000, 20:1489-1496). Second, RP33-IGF was compared to two 
unrelated peptides. The RP33-IGF peptide inhibited IRS-1 phosphorylation, 

25 whereas the unrelated peptides had no effect in the proliferation assay 
(Figures 69A-69B). 

The RP6KK peptide was also tested for activity, since the RP33-IGF 
peptide was originally derived from the RP6KK sequence. Both RP6KK and 
RP33-IGF were found to effectively block activation of IRS-1 by IGF-1 

30 (Figures 69A-69B). At the concentration used, greater than 90% of the 
protein was unphosphorylated, indicating that both peptides efficiently 
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blocked IGF-1R activation. However, RP33-IGF differed from RP6KK by 11 
amino acids, and RP33-IGF was a superior IGF-1R antagonist in the cell 
proliferation assays (Tables 24-25). The difference in biological activity did 
not appear to be related to stability of the peptides since both were found to 
5 remain intact during the course of the assays (unpublished data). 
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Example 15: IGF-1 Agonist Peptides 

A. MCF-7 and MiaPaCa Cell Assays 

Peptides produced synthetically were maintained as 30 mM stock in 
100% DMSO, while recombinant dimers were diluted in water. All synthetic 
5 and recombinant peptides were stored at -80°C. The final concentration of 
DMSO was < 0.1%. MCF-7 and MiaPaCa (ATCC, Rockville, MD) cells were 
maintained in RPMI containing 10% FBS. All cells were starved overnight 
by growing them in serum-free RPMI media. Cells were trypsin ized, washed 
twice with PBS before being seeded at 1-3 x 10 3 cells per well in a 96-well 
10 plate in a volume of 150 jal/well. All points were done in duplicate in 96-well 
plates. For agonist activity assays, immediately before the addition of 
peptides, all media was gently removed from the wells. Peptides were 
serially diluted 1:2 in a final volume of 150 ^l in a separate plate using RPMI 
containing 0.1% FBS. The diluted peptide solutions were transferred onto 
15 the cells, and the plates were incubated for 72 h at 37°C in a C0 2 incubator. 
To quantitate cell number, 10 nl of WST-1 reagent (Roche Molecular 
Biochemicals, Indianapolis, IN) was added to each well and the plates were 
returned to the 37°C/C0 2 incubator for approximately 2 h. Measurements 
were then taken at 440 nm, with 700 nm used as a reference. 

B. FDC-P2 Cell Assays 

Peptides were maintained and stored as indicated above. FDC-P2 
cells (obtained from Dr. J. Pierce, NIH) were maintained in RPMI containing 
15% FBS and 5% WEHI (Genoquest, Germantown, MD) at 37°C in a C0 2 
incubator. To initiate experiments, all cells were starved for 5 h in RPMI 
containing 1% FBS. Cells were seeded at 1 x 10 4 cells per well into 96-well 
plates at a volume of 75 jal/well. Peptides were added at 2X final 
concentration and all points were done in duplicate. For agonist assays, 
peptides at 2X concentration were serially diluted 1:2 in a final volume of 75 



20 



25 
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|il in a separate plate using RPMI containing 0.1% FBS. The diluted peptide 
solutions were transferred onto the cells to yield a final volume of 150 jil. 
The plates were incubated for 48 h at 37°C in a C0 2 incubator. To 
quantitate cell number, 10 jal of WST-1 reagent (Roche Molecular 
5 Biochemicals, Indianapolis, IN) was added to each well and the plates were 
returned to the 37°C incubator for approximately 2 h. Measurements were 
taken at 440 nm, with 700 nm used as a reference. 

For these experiments, potencies of peptide competition were 
determined using the AlphaScreen assay format. Primary data were 

10 background corrected, normalized to buffer controls and then expressed as 
% specific binding. The data were fit to a four-parameter non-linear 
regression analysis ( y = min + (max-min)/(1+10 A ((loglC 5 o-x)*Hillslope)) ), 
which was used to determine IC 5 o values. The Z'-factor for this assay is 
greater than 0.7 (Z = 1-(3a + +3a.)/|Ki + -|^|) and the signal-to-background (S/B) 

1 5 ratio was between 40 and 70. 

C. Results 

Several IGF-1 R agonist peptides were identified which consistently 
stimulated proliferation of both MCF-7 and MiaPaCa cells (Tables 27-28; 
Figures 73A-73D and Figures 74A-74I). Monomer peptides with IGF-1R 

20 agonist activity included RP60, RP48, G33, C1, and L-RP9ex (Tables 27- 
28). Dimer peptides with IGF-1R agonist activity included RP30-IGF-12- 
D112, RP30-IGF-12-RP31-IGF, RP31 -IGF-1 2-RP30-IGF, D1 12-12-RP30- 
IGF, RP6-L-D8B12, D8B12-12-RP9, D1 12-12-D1 12, RP9-12-RP9, and 
RP9-L-RP6 (Tables 27-28). Agonist peptides were also identified using 

25 FDC-P2 cell proliferation assays (Table 29). Monomer peptides with IGF-1 R 
agonist activity included G33-lig, G33, S175, D815, lig-D815, RP31-IGF, 
and D815 (Table 29). Dimer peptides with IGF-1 R agonist activity included 
RP6-RP9, G33-6-G33, and D815-RP9 (Table 29). 
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In addition, peptides with agonist or antagonist activity in MCF-7 or 
MiaPaCa cell proliferation assays were shown to compete against IGF-1 for 
binding to IGF-1 R (Figures 71A-71F and Figures 72A-72E). Potencies of 
peptide competition were determined using the AlphaScreen assay format 
5 for peptide monomers RP60, RP48, sG33, L-RP9ex, and 12-RP9ex (Figures 
71A-71F). Potencies were also determined for dimer peptides rRP30-IGF- 
12-D112, rRP30-IGF-12-RP31-IGF, rRP31 -IGF-1 2-RP30-IGF, rD1 12-12- 
RP30-IGF, and rD1 12-12-D1 12 (Figures 72A-72E). 

The biological response of the monomers and dimers in the FDC-P2 

10 (myeloid cells; IGF-1 R/IGF-1R receptor), MCF-7 (breast cancer cells; hybrid 
IGF-1 R/IR receptor) and MiaPaCa (pancreatic cancer cells; hybrid IGF- 
1R/IR receptor) assays were compared (Table 30). In some instances, a 
modulatory effect (agonism or antagonism) was seen in certain cell lines but 
not in others. For example, the RP30-IGF peptide exhibited antagonist 

15 activity in FDC-P2 and MiaPaCa cells, but not in MCF-7 cells (Table 30). 
The C1 peptide exhibited antagonist activity in FDC-P2 and MCF-7 cells, but 
not in MiaPaCa cells. The RP9-RP6, L-RP9ex, and D8B12-12-RP9 
peptides exhibited either antagonist or agonist activity depending on the cell 
line used (Table 30). Therefore, it is possible to use the peptides of the 

20 invention to target specific cell types with specific modulatory effects. 
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Incorporated herein by reference in its entirety is the Sequence 
Listing for the application, comprising SEQ ID NO:1 to SEQ ID NO:2227. 
The Sequence Listing is disclosed on three CD-ROMs, designated "CRF", 
"Copy 1", and "Copy 2". The Sequence Listing is a computer-readable 
5 ASCII file named "18784056PC.app.txt", created on September 23, 2002, in 
IBM-PC machine format, on a MS-Windows®98 operating system. The 
18784056PC.app.txt file is 927,477 bytes in size. 

As various changes can be made in the above compositions and 
10 methods without departing from the scope and spirit of the invention, it is 
intended that all subject matter contained in the above description, shown in 
the accompanying drawings, or defined in the appended claims be 
interpreted as illustrative, and not in a limiting sense. 

15 The contents of all patents, patent applications, published articles, 

books, reference manuals, texts and abstracts cited herein are hereby 
incorporated by reference in their entirety to more fully describe the state of 
the art to which the present invention pertains. 
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WHAT IS CLAIMED IS: 

1 . A method of modulating insulin-like growth factor receptor activity in 
insulin-like growth factor-responsive mammalian cells comprising: 
contacting the cells with an amino acid sequence in an amount sufficient to 
modulate the activity of insulin-like growth factor receptor, wherein i) the 
amino acid sequence comprises a Formula 1 sequence, X 1 X 2 X3X 4 X5, such 
that Xi, X 2 , and X 5 are selected from the group consisting of phenylalanine 
and tyrosine, X 3 is selected from the group consisting of aspartic acid, 
glutamic acid, glycine and serine, and X4 is selected from group consisting 
of tryptophan, tyrosine and phenylalanine; and ii) with the proviso that the 
amino acid sequence is not insulin, insulin-like growth factor, an anti-insulin 
receptor antibody, an anti-insulin-like growth factor receptor antibody, or 
fragments thereof. 

2. The method of claim 1, wherein the amino acid sequence modulates 
insulin-like growth factor receptor activity in mammalian cells selected from 
the group consisting of breast cancer cells, pancreatic cancer cells, and 
myeloid cells. 

3. The method of claim 2, wherein the amino acid sequence comprises 
an insulin-like growth factor receptor antagonist sequence selected from the 
group consisting of: 

a. H2C-A-H6 (SEQ ID NO:2228); and 

b. RP9 (SEQ ID NO:2229). 

4. The method of claim 2, wherein the amino acid sequence comprises 
an insulin-like growth factor receptor agonist sequence selected from the 
group consisting of: 

a. S175 (SEQ ID NO:2248); and 

b. 12-RP9ex (SEQ ID NO:2250). 
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5. The method of claim 2, wherein the amino acid sequence further 
comprises two or more cysteines which are separated by at least 3 amino 
acids. 

6. The method of claim 5, wherein the amino acid sequence comprises 
an insulin-like growth factor receptor antagonist sequence selected from the 
group consisting of: 

a. C1 (SEQ ID NO:2230); 

b. C1 KK (SEQ ID NO:2266); and 

c. L-RP9ex (SEQ ID NO:2231 ). 

7. The method of claim 5, wherein the amino acid sequence comprises 
an insulin-like growth factor receptor agonist sequence selected from the 
group consisting of: 

a. G33 (SEQ ID NO:2249); and 

b. L-RP9ex (SEQ ID NO:2231 ). 

8. A method of decreasing insulin-like growth factor receptor activity in 
insulin-like growth factor-responsive mammalian cells comprising: 
contacting the cells with an amino acid sequence in an amount sufficient to 
decrease the activity of insulin-like growth factor receptor, wherein i) the 
amino acid sequence comprises a Formula 2 sequence, 
X6X7X8X9X10X1 1X12X13, such that Xeand X 7 are aromatic amino acids, X 8 , X 9 , 
Xn, and X 12 are any amino acid, and X10 and X i3 are leucine; ii) the amino 
acid sequence further comprises two or more cysteines which are separated 
by at least 3 amino acids; and iii) with the proviso that the amino acid 
sequence is not insulin, insulin-like growth factor, an anti-insulin receptor 
antibody, an anti-insulin-like growth factor receptor antibody, or fragments 
thereof. 
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9. The method of claim 8, wherein the amino acid sequence decreases 
insulin-like growth factor receptor activity in mammalian cells selected from 
the group consisting of breast cancer cells, pancreatic cancer cells, and 
myeloid cells. 

10. The method of claim 9, wherein the amino acid sequence comprises 
an insulin-like growth factor receptor antagonist sequence selected from the 
group consisting of: 



a. 


RP33-IGF (SEQ ID NO:2232); 


b. 


RP6KK (SEQ ID NO:2233); 


c. 


RP30-IGF (SEQ ID NO:2234); 


d. 


RP43 (SEQ ID NO:2235); 


e. 


RP33K-IGF (SEQ ID NO:2266); and 


f. 


RP6 (SEQ ID NO:2236). 



11. A method of increasing insulin-like growth factor receptor activity in 
insulin-like growth factor-responsive mammalian cells comprising: 
contacting the cells with an amino acid sequence in an amount sufficient to 
increase the activity of insulin-like growth factor receptor, wherein i) the 
amino acid sequence comprises a Formula 6 sequence, X 6 2 X 6 3 X64 X65 X 6 6 

X67 X68 X69 X70 X71 X72 X73 X74 X75 X76 X77 X78 X79 X80 Xsi, SUCh that X62, X65, 

X66 X68, X69, X71, X73, X76, X77, X78, Xso and Xsi are any amino acid, X63 is 
selected from the group consisting of leucine, isoleucine, methionine and 
valine, X70 and X74 are selected from group consisting of valine, isoleucine, 
leucine, and methionine, X<34 is selected from group consisting of aspartic 
acid and glutamic acid, X 6 7 is tryptophan, X75 is selected from group 
consisting of tyrosine and tryptophan, and X72 and X79 are cysteines; and ii) 
with the proviso that the amino acid sequence is not insulin, insulin-like 
growth factor, an anti-insulin receptor antibody, an anti-insulin-like growth 
factor receptor antibody, or fragments thereof. 
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12. The method of claim 11, wherein the amino acid sequence increases 
insulin-like growth factor receptor activity in mammalian cells selected from 
the group consisting of breast cancer cells, pancreatic cancer cells, and 
myeloid cells. 

13. The method of claim 12, wherein the amino acid sequence comprises 
an insulin-like growth factor receptor agonist sequence selected from the 
group consisting of: 

a. D81 5 (SEQ ID NO:2252); and 

b. RP31-IGF (SEQ ID NO:2253). 

14. A method of modulating insulin-like growth factor receptor activity in 
insulin-like growth factor-responsive mammalian cells comprising: 
contacting the cells with an amino acid sequence in an amount sufficient to 
modulate the activity of insulin-like growth factor receptor, wherein i) the 
amino acid sequence comprises at least two Formula 1 subsequences, 
X1X2X3X4X5, such that X1, X2, and X 5 are selected from the group consisting 
of phenylalanine and tyrosine, X 3 is selected from the group consisting of 
aspartic acid, glutamic acid, glycine and serine, and X4 is selected from 
group consisting of tryptophan, tyrosine and phenylalanine; and ii) with the 
proviso that the amino acid sequence is not insulin, insulin-like growth 
factor, an anti-insulin receptor antibody, an anti-insulin-like growth factor 
receptor antibody, or fragments thereof. 

15. The method of claim 14, wherein the amino acid sequence modulates 
insulin-like growth factor receptor activity in mammalian cells selected from 
the group consisting of breast cancer cells, pancreatic cancer cells, and 
myeloid cells. 

16. The method of claim 15, wherein the amino acid sequence comprises 
an insulin-like growth factor receptor antagonist sequence selected from the 
group consisting of: 
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a. RP9-RP9 (C-C; SEQ ID NO:2237); 

b. RP9-RP9 (C-N; SEQ ID NO:2238); and 

c. RP9-L-RP9 (SEQ ID NO:2239). 

17. The method of claim 15, wherein the amino acid sequence comprises 
an insulin-like growth factor receptor agonist sequence, RP9-12-RP9 (SEQ 
ID NO:2254). 

18. The method of claim 15, wherein the amino acid sequence further 
comprises two or more cysteines separated by at least 3 amino acids. 

19. The method of claim 18, wherein the amino acid sequence comprises 
an insulin-like growth factor receptor antagonist sequence, G33-RP9 (SEQ 
ID NO:2240). 

20. The method of claim 18, wherein the amino acid sequence comprises 
an insulin-like growth factor receptor agonist sequence selected from the 
group consisting of: 

a. D1 1 2-1 2-D1 1 2 (SEQ ID NO:2255); and 

b. G33-6-G33 (SEQ ID NO:2256). 

21. A method of decreasing insulin-like growth factor receptor activity in 
insulin-like growth factor-responsive mammalian cells comprising: 
contacting the cells with an amino acid sequence in an amount sufficient to 
decrease the activity of insulin-like growth factor receptor, wherein i) the 
amino acid sequence comprises at least two Formula 2 subsequences, 
XeXyXeXgXioXuXiaX^, such that Xeand X 7 are aromatic amino acids, Xa, Xg, 
Xii, and X 12 are any amino acid, and X 10 and Xi 3 are leucine; ii) the amino 
acid sequence further comprises two or more cysteines separated by at 
least 3 amino acids; and iii) with the proviso that the amino acid sequence is 
not insulin, insulin-like growth factor, an anti-insulin receptor antibody, an 
anti-insulin-like growth factor receptor antibody, or fragments thereof. 
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22. The method of claim 21 , wherein the amino acid sequence decreases 
insulin-like growth factor receptor activity in mammalian cells selected from 
the group consisting of breast cancer cells, pancreatic cancer cells, and 
myeloid cells. 

23. The method of claim 22, wherein the amino acid sequence comprises 
an insulin-like growth factor receptor antagonist sequence, RP30-IGF-12- 
RP30-IGF (SEQ ID NO:2241 ). 

24. A method of modulating insulin-like growth factor receptor activity in 
insulin-like growth factor-responsive mammalian cells comprising: 
contacting the cells with an amino acid sequence in an amount sufficient to 
modulate the activity of insulin-like growth factor receptor, wherein i) the 
amino acid sequence comprises a Formula 1 subsequence X1X2X3X4X5, and 
a Formula 2 subsequence, XeXyXsXgXi 1X12X13, such that Xi, X 2 , and X 5 
are selected from the group consisting of phenylalanine and tyrosine, X 3 is 
selected from the group consisting of aspartic acid, glutamic acid, glycine 
and serine, and X4 is selected from group consisting of tryptophan, tyrosine 
and phenylalanine, and such that X 6 and X 7 are aromatic amino acids, X 8 , 
X 9 , X 11f and X12 are any amino acid, and X10 and X13 are leucine; ii) the 
amino acid sequence further comprises two or more cysteines separated by 
at least 3 amino acids; iii) the subsequences are oriented Formula 1 to 
Formula 2; and iv) with the proviso that the amino acid sequence is not 
insulin, insulin-like growth factor, an anti-insulin receptor antibody, an anti- 
insulin-like growth factor receptor antibody, or fragments thereof. 

25. The method of claim 24, wherein the amino acid sequence modulates 
insulin-like growth factor receptor activity in mammalian cells selected from 
the group consisting of breast cancer cells, pancreatic cancer cells, and 
myeloid cells. 
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26. The method of claim 25, wherein the amino acid sequence comprises 
an insulin-like growth factor receptor antagonist sequence, RP9-L-RP6 
(SEQ ID NO:2242). 

27. The method of claim 25, wherein the amino acid sequence comprises 
an insulin-like growth factor receptor agonist sequence selected from the 
group consisting of: 

a. RP9-L-RP6 (SEQ ID NO:2242); and 

b. D1 12-12-RP30-IGF (SEQ ID NO:2257). 

28. A method of increasing insulin-like growth factor receptor activity in 
insulin-like growth factor-responsive mammalian cells comprising: 
contacting the cells with an amino acid sequence in an amount sufficient to 
increase the activity of insulin-like growth factor receptor, wherein i) the 
amino acid sequence comprises a Formula 1 subsequence X1X2X3X4X5, and 
a Formula 2 subsequence, XqXjXbXqX^ iXi 2 X i3 , such that X1, X 2 , and X 5 
are selected from the group consisting of phenylalanine and tyrosine, X3 is 
selected from the group consisting of aspartic acid, glutamic acid, glycine 
and serine, and X4 is selected from group consisting of tryptophan, tyrosine 
and phenylalanine, and such that X 6 and X 7 are aromatic amino acids, X 8 , 
X 9 , X i1t and X 12 are any amino acid, and X 10 and X 13 are leucine; ii) the 
amino acid sequence further comprises two or more cysteines separated by 
at least 3 amino acids; iii) the subsequences are oriented Formula 2 to 
Formula 1; and iv) with the proviso that the amino acid sequence is not 
insulin, insulin-like growth factor, an anti-insulin receptor antibody, an anti- 
insulin-like growth factor receptor antibody, or fragments thereof. 

29. The method of claim 28, wherein the amino acid sequence increases 
insulin-like growth factor receptor activity in mammalian cells selected from 
the group consisting of breast cancer cells, pancreatic cancer cells, and 
myeloid cells. 
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30. The method of claim 29, wherein the amino acid sequence comprises 
an insulin-like growth factor receptor agonist sequence selected from the 
group consisting of: 

a. RP30-IGF-12-D112 (SEQ ID NO:2258); and 

b. RP6-RP9 (SEQ ID NO:2259). 

31. A method of decreasing insulin-like growth factor receptor activity in 
insulin-like growth factor-responsive mammalian cells comprising: 
contacting the cells with an amino acid sequence in an amount sufficient to 
decrease the activity of insulin-like growth factor receptor, wherein i) the 
amino acid sequence comprises a Formula 1 subsequence X 1 X 2 X 3 X 4 X5, and 
a Formula 6 subsequence, X 6 2 X 6 3 Xe4 X 6 5 X 6 e X 6 7 X 6 8 X 6 g X 7 o X71 X72 X73 X74 
X75 X 7 6 X77 X 7 s X79 X 8 o X 8 i, such that X 1f X 2 , and X 5 are selected from the 
group consisting of phenylalanine and tyrosine, X 3 is selected from the 
group consisting of aspartic acid, glutamic acid, glycine and serine, and X4 is 
selected from group consisting of tryptophan, tyrosine and phenylalanine, 
and such that X62, X65, X66 X68, X69. X71, X73, X76, X77, X78, X 8 o and Xsi are 
any amino acid, X 6 3 is selected from the group consisting of leucine, 
isoleucine, methionine and valine; X 7 o and X74 are selected from group 
consisting of valine, isoleucine, leucine and methionine; X64 is selected from 
group consisting of aspartic acid and glutamic acid; X 6 7 is tryptophan; X75 is 
selected from group consisting of tyrosine and tryptophan, and X 72 and X79 
are cysteines; ii) the subsequences are oriented Formula 1 to Formula 6; 
and iii) with the proviso that the amino acid sequence is not insulin, insulin- 
like growth factor, an anti-insulin receptor antibody, an anti-insulin-like 
growth factor receptor antibody, or fragments thereof. 

32. The method of claim 31 , wherein the amino acid sequence decreases 
insulin-like growth factor receptor activity in mammalian cells selected from 
the group consisting of breast cancer cells, pancreatic cancer cells, and 
myeloid cells. 
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33. The method of claim 32, wherein the amino acid sequence comprises 
an insulin-like growth factor receptor antagonist sequence, G33-D8B12 
(SEQ ID NO:2243). 

34. A method of modulating insulin-like growth factor receptor activity in 
insulin-like growth factor-responsive mammalian cells comprising: 
contacting the cells with an amino acid sequence in an amount sufficient to 
modulate the activity of insulin-like growth factor receptor, wherein i) the 
amino acid sequence comprises a Formula 1 subsequence X1X2X3X4X5, and 
a Formula 6 subsequence, X 6 2 Xe3 Xe4 X 65 X 66 X 67 X 6 e X 6 g X 70 X71 X72 X73 X74 
X75 X 7 6 X 77 X 7 8 X79 Xqo X8 1f such that X it X 2 , and X 5 are selected from the 
group consisting of phenylalanine and tyrosine, X 3 is selected from the 
group consisting of aspartic acid, glutamic acid, glycine and serine, and X4 is 
selected from group consisting of tryptophan, tyrosine and phenylalanine, 
and such that X62, X65, X66 X68, X69, X71, X73, X 7 6, X 77 , X78, Xeo and Xsi are 
any amino acid, X 6 3 is selected from the group consisting of leucine, 
isoleucine, methionine and valine; X 70 and X74 are selected from group 
consisting of valine, isoleucine, leucine and methionine; X64 is selected from 
group consisting of aspartic acid and glutamic acid; X 67 is tryptophan; X 75 is 
selected from group consisting of tyrosine and tryptophan, and X 72 and X 7 g 
are cysteines; ii) the subsequences are oriented Formula 6 to Formula 1; 
and iii) with the proviso that the amino acid sequence is not insulin, insulin- 
like growth factor, an anti-insulin receptor antibody, an anti-insulin-like 
growth factor receptor antibody, or fragments thereof. 

35. The method of claim 34, wherein the amino acid sequence modulates 
insulin-like growth factor receptor activity in mammalian cells selected from 
the group consisting of breast cancer cells, pancreatic cancer cells, and 
myeloid cells. 
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36. The method of claim 35, wherein the amino acid sequence comprises 
an insulin-like growth factor receptor antagonist sequence, D8B12-12-RP9 
(SEQ ID NO:2244). 

37. The method of claim 35, wherein the amino acid sequence comprises 
an insulin-like growth factor receptor agonist sequence selected from the 
group consisting of: 

a. D8B12-12-RP9 (SEQ ID NO:2244); and 

b. D81 5-RP9 (SEQ ID NO:2260). 

38. A method of decreasing insulin-like growth factor receptor activity in 
insulin-like growth factor-responsive mammalian cells comprising: 
contacting the cells with an amino acid sequence in an amount sufficient to 
decrease the activity of insulin-like growth factor receptor, wherein the 
amino acid sequence comprises an insulin-like growth factor receptor 
antagonist sequence selected from the group consisting of: 



a. 


H2C-A-H6 (SEQ ID NO:2228); 


b. 


RP9 (SEQ ID NO:2229); 


c. 


C1 (SEQ ID NO:2230); 


d. 


L-RP9ex (SEQ ID NO:2231); 


e. 


RP33-IGF (SEQ ID NO:2232); 


f. 


RP6KK (SEQ ID NO:2233); 


g- 


RP30-IGF (SEQ ID NO:2234); 


h. 


RP43 (SEQ ID NO:2235); 


• 

I. 


RP6 (SEQ ID NO:2236); 


* 

J- 


RP52 (SEQ ID NO:2245); 


k. 


RP54 (SEQ ID NO:2246); 
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I. RP33K-IGF (SEQ ID NO:2266); 

m. C1 KK (SEQ ID NO:2266); and 

n. RP56 (SEQ ID NO:2247). 

39. A method of decreasing insulin-like growth factor receptor activity in 
activity in insulin-like growth factor-responsive mammalian cells comprising: 
contacting the cells with an amino acid sequence in an amount sufficient to 
decrease the activity of insulin-like growth factor receptor, wherein the 
amino acid sequence comprises an insulin-like growth factor receptor 
antagonist sequence selected from the group consisting of: 



a. 


RP9-RP9 (C-C; SEQ ID NO:2237); 


b. 


RP9-RP9 (C-N; SEQ ID NO:2238); 


c. 


RP9-L-RP9 (SEQ ID NO:2239); 


d. 


G33-RP9 (SEQ ID NO:2240); 


e. 


RP30-IGF-12-RP30-IGF (SEQ ID NO:2241); 


f. 


RP9-L-RP6 (SEQ ID NO:2242); 


g- 


G33-D8B12 (SEQ ID NO:2243); and 


h. 


D8B12-12-RP9 (SEQ ID NO:2244). 



40. A method of increasing insulin-like growth factor receptor activity in 
insulin-like growth factor-responsive mammalian cells comprising: 
contacting the cells with an amino acid sequence in an amount sufficient to 
increase the activity of insulin-like growth factor receptor, wherein the amino 
acid sequence comprises an insulin-like growth factor receptor agonist 
sequence selected from the group consisting of: 

a. S175(SEQ ID NO:2248); 

b. G33 (SEQ ID NO:2249); 

c. 12-RP9ex (SEQ ID NO:2250); 
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d. L-RP9ex (SEQ ID NO:2231 ); 

e. D81 5 (SEQ ID NO:2252); 

f. RP31-IGF (SEQ ID NO:2253); 

g. RP48 (SEQ ID NO:2261 ); and 

h. RP60 (SEQ ID NO:2262). 

41. A method of increasing insulin-like growth factor receptor activity in 
insulin-like growth factor-responsive mammalian cells comprising: 
contacting the cells with an amino acid sequence in an amount sufficient to 
increase the activity of insulin-like growth factor receptor, wherein the amino 
acid sequence comprises an insulin-like growth factor receptor agonist 
sequence selected from the group consisting of: 



a. 


RP9-12-RP9 (SEQ ID NO:2254); 


b. 


D112-12-D112 (SEQ ID NO:2255); 


c. 


G33-6-G33 (SEQ ID NO:2256); 


d. 


RP9-L-RP6 (SEQ ID NO:2242); 


e. 


D112-12-RP30-IGF (SEQ ID NO:2257); 


f. 


RP9-L-RP6 (SEQ ID NO:2242); 


g- 


RP30-IGF-12-D112 (SEQ ID NO:2258); 


h. 


RP6-RP9 (SEQ ID NO:2259); 


* 

I. 


D8B12-12-RP9 (SEQ ID NO:2244); 


• 

J- 


RP6-L-D8B12 (SEQ ID NO:2263); 


k. 


RP30-IGF-12-RP31-IGF (SEQ ID NO:2264); 


I. 


RP31-IGF-12-RP30-IGF (SEQ ID NO:2265); and 


m. 


D815-RP9 (SEQ ID NO:2260). 
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42. An insulin-like growth factor receptor modulator comprising an amino 
acid sequence which comprises a Formula 1 sequence, X1X2X3X4X5, such 
that X1, X 2 , and X 5 are selected from the group consisting of phenylalanine 
and tyrosine, X 3 is selected from the group consisting of aspartic acid, 
glutamic acid, glycine and serine, and X4 is selected from group consisting 
of tryptophan, tyrosine and phenylalanine, wherein the amino acid sequence 
further comprises two or more cysteines separated by at least 3 amino 
acids; and with the proviso that the amino acid sequence is not insulin, 
insulin-like growth factor, an anti-insulin receptor antibody, an anti-insulin- 
like growth factor receptor antibody, or fragments thereof. 

43. The insulin-like growth factor receptor modulator of claim 42, wherein 
amino acid sequence modulates insulin-like growth factor receptor activity in 
mammalian cells selected from the group consisting of breast cancer cells, 
pancreatic cancer cells, and myeloid cells. 

44. The insulin-like growth factor receptor modulator of claim 43, wherein 
the amino acid sequence comprises an insulin-like growth factor receptor 
antagonist sequence selected from the group consisting of: 

a. C1 (SEQ ID NO:2230); 

b. C1 KK (SEQ ID NO:2266); and 

c. L-RP9ex (SEQ ID NO:2231 ). 

45. The insulin-like growth factor receptor modulator of claim 43, wherein 
the amino acid sequence comprises an insulin-like growth factor receptor 
agonist sequence selected from the group consisting of: 

a. G33 (SEQ ID NO:2249); and 

b. L-RP9ex (SEQ ID NO:2231 ). 
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46. An insulin-like growth factor receptor antagonist comprising an amino 
acid sequence which comprises a Formula 2 sequence, 
XeX/XsXgX-ioXuX^Xia, such that X6 and X 7 are aromatic amino acids, Xe, X 9 , 
X 11t and X 12 are any amino acid, and X 10 and X13 are leucine, wherein the 
amino acid sequence further comprises two or more cysteines separated by 
at least 3 amino acids, with the proviso that the amino acid sequence is not 
insulin, insulin-like growth factor, an anti-insulin receptor antibody, an anti- 
insulin-like growth factor receptor antibody, or fragments thereof. 

47. The insulin-like growth factor receptor antagonist of claim 46, wherein 
amino acid sequence decreases insulin-like growth factor receptor activity in 
mammalian cells selected from the group consisting of breast cancer cells, 
pancreatic cancer cells, and myeloid cells. 

48. The insulin-like growth factor receptor antagonist of claim 47, wherein 
the amino acid sequence comprises a sequence selected from the group 
consisting of: 

a. RP33-IGF (SEQ ID NO:2232); 

b. RP6KK (SEQ ID NO:2233); 

c. RP30-IGF (SEQ ID NO:2234); 

d. RP43 (SEQ ID NO:2235); 

e. RP33K-IGF (SEQ ID NO:2266); and 

f. RP6 (SEQ ID NO:2236). 
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49. An insulin-like growth factor receptor modulator comprising an amino 
acid sequence which comprises at least two Formula 1 subsequences, 
X1X2X3X4X5, such that X1, X 2 , and X5 are selected from the group consisting 
of phenylalanine and tyrosine, X 3 is selected from the group consisting of 
aspartic acid, glutamic acid, glycine and serine, and X4 is selected from 
group consisting of tryptophan, tyrosine and phenylalanine, wherein the 
amino acid sequence further comprises two or more cysteines separated by 
at least 3 amino acids, with the proviso that the amino acid sequence is not 
insulin, insulin-like growth factor, an anti-insulin receptor antibody, an anti- 
insulin-like growth factor receptor antibody, or fragments thereof. 

50. The insulin-like growth factor receptor modulator of claim 49, wherein 
amino acid sequence modulates insulin-like growth factor receptor activity in 
mammalian cells selected from the group consisting of breast cancer cells, 
pancreatic cancer cells, and myeloid cells. 

51 . The insulin-like growth factor receptor modulator of claim 50, wherein 
the amino acid sequence comprises an insulin-like growth factor receptor 
antagonist sequence, G33-RP9 (SEQ ID NO:2240). 

52. The insulin-like growth factor receptor modulator of claim 50, wherein 
the amino acid sequence comprises an insulin-like growth factor receptor 
agonist sequence selected from the group consisting of: 

a. D112-12-D112 (SEQ ID NO:2255); and 

b. G33-6-G33 (SEQ ID NO:2256). 
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53. An insulin-like growth factor receptor antagonist comprising an amino 
acid sequence that comprises at least two Formula 2 subsequences, 
XeXzXsXgX-ioXuX^Xis, such that X6 and X 7 are aromatic amino acids, Xa, X 9 , 
X 11( and Xi 2 are any amino acid, and X 10 and X13 are leucine, wherein the 
amino acid sequence further comprises two or more cysteines separated by 
at least 3 amino acids, with the proviso that the amino acid sequence is not 
insulin, insulin-like growth factor, an anti-insulin receptor antibody, an anti- 
insulin-like growth factor receptor antibody, or fragments thereof. 

54. The insulin-like growth factor receptor antagonist of claim 53, wherein 
amino acid sequence decreases insulin-like growth factor receptor activity in 
mammalian cells selected from the group consisting of breast cancer cells, 
pancreatic cancer cells, and myeloid cells. 

55. The insulin-like growth factor receptor antagonist of claim 54, wherein 
amino acid sequence comprises the sequence RP30-IGF-12-RP30-IGF 
(SEQ ID NO:2241). 

56. An insulin-like growth factor receptor modulator comprising an amino 
acid sequence which comprises a Formula 1 subsequence X1X2X3X4X5, and 
a Formula 2 subsequence, X 6 X7X8X9X 1 oXiiXi2X 13 , such that X if X 2 , and X 5 
are selected from the group consisting of phenylalanine and tyrosine, X 3 is 
selected from the group consisting of aspartic acid, glutamic acid, glycine 
and serine, and X4 is selected from group consisting of tryptophan, tyrosine 
and phenylalanine, and such that X 6 and X 7 are aromatic amino acids, X 8 , 
X 9 , X11, and X12 are any amino acid, and X 10 and X 13 are leucine, wherein 
the amino acid sequence further comprises two or more cysteines separated 
by at least 3 amino acids, and wherein the subsequences are oriented 
Formula 1 to Formula 2, with the proviso that the amino acid sequence is 
not insulin, insulin-like growth factor, an anti-insulin receptor antibody, an 
anti-insulin-like growth factor receptor antibody, or fragments thereof. 
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57. The insulin-like growth factor receptor modulator of claim 56, wherein 
amino acid sequence modulates insulin-like growth factor receptor activity in 
mammalian cells selected from the group consisting of breast cancer cells, 
pancreatic cancer cells, and myeloid cells. 

58. The insulin-like growth factor receptor modulator of claim 57, wherein 
the amino acid sequence comprises an insulin-like growth factor receptor 
antagonist sequence, RP9-L-RP6 (SEQ ID NO:2242). 

59. The insulin-like growth factor receptor modulator of claim 57, wherein 
the amino acid sequence comprises an insulin-like growth factor receptor 
agonist sequence selected from the group consisting of: 

a. RP9-L-RP6 (SEQ ID NO:2242); and 

b. D1 12-12-RP30-IGF (SEQ ID NO:2257). 

60. An insulin-like growth factor receptor agonist comprising an amino 
acid sequence which comprises a Formula 1 subsequence X 1 X 2 X3X 4 X5 I and 
a Formula 2 subsequence, XeX 7 X a X 9 X 1 oXuX< i2 Xi 3 , such that X,, X 2 , and X 5 
are selected from the group consisting of phenylalanine and tyrosine, X 3 is 
selected from the group consisting of aspartic acid, glutamic acid, glycine 
and serine, and X4 is selected from group consisting of tryptophan, tyrosine 
and phenylalanine, and such that X 6 and X 7 are aromatic amino acids, X 8 , 
X 9 , Xn, and X 12 are any amino acid, and X i0 and X i3 are leucine, wherein 
the amino acid sequence further comprises two or more cysteines separated 
by at least 3 amino acids, and wherein the subsequences are oriented 
Formula 2 to Formula 1, with the proviso that the amino acid sequence is 
not insulin, insulin-like growth factor, an anti-insulin receptor antibody, an 
anti-insulin-like growth factor receptor antibody, or fragments thereof. 
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61. The insulin-like growth factor receptor agonist of claim 60, wherein 
amino acid sequence modulates insulin-like growth factor receptor activity in 
mammalian cells selected from the group consisting of breast cancer cells, 
pancreatic cancer cells, and myeloid cells. 

62. The insulin-like growth factor receptor agonist of claim 61, wherein 
the amino acid sequence comprises a sequence selected from the group 
consisting of: 

a. RP30-IGF-12-D112 (SEQ ID NO:2258); and 

b. RP6-RP9 (SEQ ID NO:2259). 

63. An insulin-like growth factor receptor antagonist comprising an amino 
acid sequence selected from the group consisting of: 



a. 


H2C-A-H6 (SEQ ID NO:2228); 


b. 


L-RP9ex (SEQ ID NO:2231); 


c. 


RP33-IGF (SEQ ID NO:2232); 


d. 


RP30-IGF (SEQ ID NO:2234); 


e. 


RP43 (SEQ ID NO:2235); 


f. 


G33-RP9 (SEQ ID NO:2240); 


g- 


RP30-IGF-12-RP30-IGF (SEQ ID NO:2241); 


h. 


RP9-L-RP6 (SEQ ID NO:2242); 


• 

I. 


G33-D8B12 (SEQ ID NO:2243); 


a 

J- 


D8B12-12-RP9 (SEQ ID NO:2244); 


k. 


RP52 (SEQ ID NO:2245); 


I. 


RP54 (SEQ ID NO:2246); 


m. 


RP33K-IGF (SEQ ID NO:2266); and 


n. 


RP56 (SEQ ID NO:2247). 
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64. An insulin-like growth factor receptor agonist comprising an amino 
acid sequence selected from the group consisting of: 



a. 


12-RP9ex (SEQ ID NO:2250); 


b. 


L-RP9ex (SEQ ID NO:2231); 


c. 


RP31-IGF (SEQ ID NO:2253); 


d. 


D112-12-D112 (SEQ ID NO:2255); 


e. 


G33-6-G33 (SEQ ID NO:2256); 


f. 


RP9-L-RP6 (SEQ ID NO:2242); 




D112-12-RP30-IGF (SEQ ID NO:2257); 


h. 


RP30-IGF-12-D112 (SEQ ID NO:2258); 


■ 

I. 


RP6-RP9 (SEQ ID NO:2259); 


• 

J- 


D8B12-12-RP9 (SEQ ID NO:2244); 


k. 


D815-RP9 (SEQ ID NO:2260); 


I. 


RP48 (SEQ ID NO:2261); and 


m. 


RP60 (SEQ ID NO:2262). 



65. A method of identifying an insulin-like growth factor receptor 
modulator comprising: 
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a. contacting insulin-like growth factor receptor with an amino 
acid sequence to form a complex, wherein i) the amino acid sequence 
comprises a Formula 1 sequence, X 1 X 2 X 3 X4X5, such that Xi, X 2 , and X 5 are 
selected from the group consisting of phenylalanine and tyrosine, X 3 is 
selected from the group consisting of aspartic acid, glutamic acid, glycine 
and serine, and X4 is selected from group consisting of tryptophan, tyrosine 
and phenylalanine; ii) the amino acid sequence further comprises two or 
more cysteines separated by at least 3 amino acids; and iii) with the proviso 
that the amino acid sequence is not insulin, insulin-like growth factor, an 
anti-insulin receptor antibody, an anti-insulin-like growth factor receptor 
antibody, or fragments thereof; 

b. contacting the complex of (a) with a compound library; 

c. identifying a compound which disrupts the complex of (a); and 

d. determining whether the compound exhibits agonist or 
antagonist activity at insulin-like growth factor receptor, wherein this activity 
indicates identification of an insulin-like growth factor receptor modulator. 

66. The method of claim 65, wherein the amino acid sequence comprises 
a sequence selected from the group consisting of: 

a. C1 (SEQ ID NO:2230); 

b. L-RP9ex (SEQ ID NO:2231 ); 

c. G33 (SEQ ID NO:2249); 

d. C1 KK (SEQ ID NO:2266); and 

e. L-RP9ex (SEQ ID NO:2231 ). 

67. A method of identifying an insulin-like growth factor receptor 
modulator comprising: 
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a. contacting insulin-like growth factor receptor with an amino 
acid sequence to form a complex, wherein i) the amino acid sequence 
comprises a Formula 2 sequence, XeXyXeXgXioXuX^X^, such that Xe and 
X 7 are aromatic amino acids, Xa, X 9 , X 11t and X12 are any amino acid, and 
Xi 0 and X13 are leucine; ii) the amino acid sequence further comprises two 
or more cysteines separated by at least 3 amino acids; and iii) with the 
proviso that the amino acid sequence is not insulin, insulin-like growth 
factor, an anti-insulin receptor antibody, an anti-insulin-like growth factor 
receptor antibody, or fragments thereof; 

b. contacting the complex of (a) with a compound library; 

c. identifying a compound which disrupts the complex of (a); and 

d. determining whether the compound exhibits agonist or 
antagonist activity at insulin-like growth factor receptor, wherein this activity 
indicates identification of an insulin-like growth factor receptor modulator. 

68. The method of claim 67, wherein the amino acid sequence comprises 
a sequence selected from the group consisting of: 



a. 


RP33-IGF (SEQ ID NO:2232); 


b. 


RP6KK (SEQ ID NO:2233); 


c. 


RP30-IGF (SEQ ID NO:2234); 


d. 


RP43 (SEQ ID NO:2235); 


e. 


RP33K-IGF (SEQ ID NO:2266); and 


f. 


RP6 (SEQ ID NO:2236). 



69. A method of identifying an insulin-like growth factor receptor 
modulator comprising: 
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a. contacting insulin-like growth factor receptor with an amino 
acid sequence to form a complex, wherein i) the amino acid sequence 
comprises a Formula 6 sequence, X& 2 X 63 Xe4 Xe 5 X 66 Xe 7 Xea X 69 X 70 X71 X 72 
X 73 X 74 X 75 X 76 X 77 X 78 X 79 Xq 0 Xsi , such that X 6 2, X 6 s, X66 X6 8 , X69, X 71 , X 73 , 
X 76 , X 77 , X 7 8, Xso and X$i are any amino acid, X63 is selected from the group 
consisting of leucine, isoleucine, methionine and valine; X 70 and X 74 are 
selected from group consisting of valine, isoleucine, leucine and methionine; 
X64 is selected from group consisting of aspartic acid and glutamic acid; X 67 
is tryptophan; X 75 is selected from group consisting of tyrosine and 
tryptophan, and X 72 and X 79 are cysteines; and ii) with the proviso that the 
amino acid sequence is not insulin, insulin-like growth factor, an anti-insulin 
receptor antibody, an anti-insulin-like growth factor receptor antibody, or 
fragments thereof; 

b. contacting the complex of (a) with a compound library; 

c. identifying a compound which disrupts the complex of (a); and 

d. determining whether the compound exhibits agonist or 
antagonist activity at insulin-like growth factor receptor, wherein this activity 
indicates identification of an insulin-like growth factor receptor modulator. 

70. The method of claim 69, wherein the amino acid sequence comprises 
a sequence selected from the group consisting of: 

a. D815 (SEQ ID NO:2252); and 

b. RP31-IGF (SEQ ID NO:2253). 

71. A method of identifying an insulin-like growth factor receptor 
modulator comprising: 

a. contacting insulin-like growth factor receptor with an amino 
acid sequence to form a complex, 

b. contacting the complex of (a) with a compound library; 
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c. identifying a compound which disrupts the complex of (a); and 

d. determining whether the compound exhibits agonist or 
antagonist activity at insulin-like growth factor receptor, wherein this activity 
indicates identification of an insulin-like growth factor receptor modulator, 
and wherein the amino acid sequence comprises a sequence selected from 
the group consisting of: 



a 


H2C-A-H6 (SEQ ID N02228V 


b 


RP9 (SEQ ID N02229V 


c. 


C1 (SEQ ID NO-2230V 


d. 


L-RP9ex (SEQ ID N0 2231V 


e 


RP33-IGF (SEQ ID N0 2232V 


f 


RP6KK (SEQ ID N0 2233V 


a 


RP30-IGF (SEQ ID NO*2234V 


h 


RP43 (SEQ ID N0 2235V 


i. 


RP6 (SEQ ID NO:2236); 


• 

j- 


RP9-RP9 (C-C; SEQ ID NO:2237); 


k. 


RP9-RP9 (C-N; SEQ ID NO:2238); 


1. 


RP9-L-RP9 (SEQ ID NO:2239); 


m. 


G33-RP9 (SEQ ID NO:2240); 


n. 


RP30-IGF-12-RP30-IGF (SEQ ID NO:2241); 


o. 


RP9-L-RP6 (SEQ ID NO:2242); 


P- 


G33-D8B12 (SEQ ID NO:2243); 


q- 


D8B12-12-RP9 (SEQ ID NO:2244); 


r. 


RP52 (SEQ ID NO:2245); 
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s. RP54 (SEQ ID NO:2246); 

t. RP33K-IGF (SEQ ID NO:2266); 

u. C1 KK (SEQ ID NO:2266); and 

v. RP56 (SEQ ID NO:2247). 

72. A method of identifying an insulin-like growth factor receptor 
modulator comprising: 

a. contacting insulin-like growth factor receptor with an amino 
acid sequence to form a complex, 

b. contacting the complex of (a) with a compound library; 

c. identifying a compound which disrupts the complex of (a); and 

d. determining whether the compound exhibits agonist or 
antagonist activity at insulin-like growth factor receptor, wherein this activity 
indicates identification of an insulin-like growth factor receptor modulator, 
and wherein the amino acid sequence comprises a sequence selected from 
the group consisting of: 



a. 


S175 (SEQ ID NO:2248); 


b. 


G33 (SEQ ID NO:2249); 


c. 


12-RP9ex (SEQ ID NO:2250); 


d. 


L-RP9ex (SEQ ID NO:2231); 


e. 


D815(SEQ ID NO:2252); 


f. 


RP31-IGF (SEQ ID NO:2253); 


g- 


RP9-12-RP9 (SEQ ID NO:2254); 


h. 


D112-12-D112 (SEQ ID NO:2255); 


• 

I. 


G33-6-G33 (SEQ ID NO:2256); 


• 

J- 


RP9-L-RP6 (SEQ ID NO:2242); 



WO 03/027246 



PCT/US02/30412 



-207- 



k. 


D112-12-RP30-IGF (SEQ ID NO:2257): 


1. 


RP9-L-RP6 (SEQ ID NO:2242V 


m. 


RP30-IGF-12-D112 (SEQ ID N02258V 


n. 


RP6-RP9 (SEQ ID NO:2259); 


o. 


D8B12-12-RP9 (SEQ ID NO:2244): 


P- 


D815-RP9 (SEQ ID NO:2260): 


r. 


RP48 (SEQ ID NO:2261); 


s. 


RP6-L-D8B12 (SEQ ID NO:2263); 


t. 


RP30-IGF-12-RP31-IGF (SEQ ID NO:2264); 


u. 


RP31-IGF-12-RP30-IGF (SEQ ID NO:2265); and 


v. 


RP60 (SEQ ID NO:2262). 



73. A method of identifying an insulin-like growth factor receptor 
modulator comprising: 

a. screening a library of amino acid sequences to isolate an 
amino acid sequence that binds to an insulin-like growth factor receptor, 
wherein the library is derived from a peptide sequence comprising at least 
one formula sequence selected from the group consisting of Formula 1, 
Formula 2, and Formula 6; and 

b. determining whether the amino acid sequence isolated in (a) 
exhibits agonist or antagonist activity at insulin-like growth factor receptor in 
an insulin-like growth factor-responsive cell selected from the group 
consisting of FDC-P2, MCF-7, and MiaPaCa, wherein this activity indicates 
identification of an insulin-like growth factor receptor modulator. 
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74. A method of enhancing survival of an insulin-like growth factor- 
responsive mammalian cell comprising: contacting the cell with an amino 
acid sequence in an amount sufficient to enhance the survival of the cell, 
wherein the amino acid sequence is an insulin-like growth factor receptor 
agonist comprising at least one formula sequence selected from the group 
consisting of Formula 1, Formula 2, and Formula 6. 



WO 03/027246 



PCT/US02/30412 




CM CM H 
• • • 



if) IT) CO 
• « • 

« to oo 



1/163 



u i 




i i i 
i i i 



i i 
i i 



o o o 

• • « 

I CM CM CN 



I I 



"3 ft ! 

PQ « 

5 

S 8? 



o m m 

• • • 

<r> cm r- 

r-» m 





CO 








• 


• 


m 


1 


o 


o 


CM 


1 




V£> 


m 



« ft ! 

I 

2 *A 



I I 
I I 



I I 
I I 



4> 



CO 



o 


Olco 


n 








en 








CO 


os 




>• 




1 














CO 




Q 


CD 


a 






a 






w 


on 




CO 




cd 




a 






CO 








> 






CO 


£ 




cd 


CO 


Olco 


W 


os 


CO 




> 




H 


cd 


In 


W 


z 




aa 






W 


X 


cd 


CD 


os 




Q 


a 


CO 


os 


a: 






Q 


OS 


Q 


O >h 




> 


X 






2 


OS 






os 




< 




X 








CO 


a 


CD 


> 


IR 




MP 




CO 




4> 



8* 

CO 



Q 
>h 

En 

a 
< 
a 
cd 



Z CD 
E* 
0» co 



CO 



O 06 
OS < 

a. pj 
u* cu o 
cd w co 

04 CO 

cd « 

s cd 

(!) O h 

ou a s 

CO 



> 



CD 
> 

> 



cd 

CD 
CD 



OS 
OS >4 



> 



OS 

a 



cd o 
a: cd 
co 




OS OS 

a; h h 

HH I I 
I CM i-H 
CM H H 
OD 03 CD 
o o o 
^ vr 

&l I t 

5 m o o o 

«S J KT T *T 

U Q OS OS OS 



OS 

OS OS Eli 
En En CD 
CD CD M 

H M I 

i i in 

m vo ro 

Q < OS 

&l I I 
a m X 

5 m o o o 
-2 Q ^ ^ 

CJ Q OS OS CC 



WO 03/027246 



PCT/US02/30412 



2/163 



CM 



o o o 



CM 



o o o o o 



o fig 



incnocMOCMCMCocococococo 



h CO CO <T> O N If) 

v ^ in 10 vp \o 



0 ; 



(MrontnNcsimmmNCMHrofMmcocMH^vincN 



aS' 



csj o^ r )ln^cpfOHCDcolOVDmHoo^H^o^oo^(Mv 

ixjvoinr^CNiinr^i^oooor^r^r^ioooroofninvovovocn 
co cm ro m n f— < t— i »-h ^ i-h co cm ro cm 



roovDco^o>ino%oovPoo^« 



VD CT> If) O rH CO rH 
^ xj» lO t-I CM 



m m co ^« o> 
v ^ ^ n h n 



CM H 

ro r* 



co ro co co cd cm 
v£> in co *T rH 



CO 





cr 

CO 



CO 

as 

fa 

CO 

fa 

< < ^ 
w alo 

> co O, 

fa fa Q| 

5 * S 

Q Cd 2S 

>h >< CO 

fa fa > 

SB O i-? 

(5 O 

a a fa 
a a < 

X CO to 

on as m 

cd o < 

a 2 o 

a s < 

CD £ > 

M > BS 



< > 

fa Q 

^ a, 

co > 

>• as 

fa pa 

o CO 

Q CD 



> 
< 

CO 
X 

fa 

as SI 
<. >* 

> cd 



CO 

> 

CO 
Q 

a 
cd 



cd 

co > 

^ fa 

cd ^ 

CD Cd 

Q >« 

> fa 

^ CD 

< co 

CO CO 

fa OS 



►H* CO 
CO CO 

as fa 



o 

fa 

ss 



co 

fa 
CD 

as 

£ 

CD 
f*. 

< 



t-3 CO CD 

Q O < 

fa fa CD 

S & X 

CO o US 

>h >h as 

fa fa i-5 



3: 

CD CD 

CD CD 

CD < 

M fa 

x as ^ 



t-3 

as 
o 
> 

as 
> 

EC 

CO 
X 
CD 



< 
CO 

X CO 

CD fa 

> IS 

CD CO 

a 

CD fa 

*C H 

CO CD 

H CD 

CD CD 

1-5 as 



a »-q 

co CD 

fa a 

co as 

>H a, 

fa Eh 

H ►h' 

*1 CO 

CD i-q 

£ 3 

O CO 

o fa 

CD SB 

CO CD 

CO 5h 

55 fa 



X 




as 






2 




CD 


as 


i 


CO 






CO 






fa 




fa 






fa 








Q 


3: 








CO 




CO 


fa 


CD 




> 


as 






x 




>H 




O 


>H 


fa 




fa 




fa 


£H 




fa 


o 




CO 




CD 


>H 


Z 


CO 


o 


CO 


3i 


fa 


< 


fa 


fa 


a 


CO 


>• 




CD 


CO 




3: 




> 


fa 


O 


H 


£ 




CD 


as 


CO 


CD 


CO 


a 




CO 


>H 


as 


a 




CO 




Eh 


CO 


fa 


CD 


a 




C* 




fa 


s 


CO 


X 


CD 


CO 


a 


CO 


Z 


EH 


z 


CD 




a 


Eh 




Eh 


h4 




Q 






fa 




a 


Eh 


CO 


CO 








3 


a 


CD 


CD 


CD 


o 


CO 


Q 


CO 


as 




CD 






fa 


as 


DC 


CO 




l-H 


a 


> 


Q 



as as 



i 



i 

CO 

a 



as aS 

M HH 

I I 

rH rH 

X Q 



fa 

O O O O 

CM CM CM CM 

I I I I 

& CO CO CO CO 

I I I I 

g a o o ^ ^ 



I 

CM 
rH 

CO 
I 

I 



as cm as 

M I M 



I 

CO 
X 

i 

I 



Q 
I 

I 



I 

CO 
CJ 

I 
I 



as i 

M CM 

I I I I 

r* r* en vo 

CO CO CD X 

I I J I 

^3* ^3* ^* 

I I I I 



as 

aSas^a^aSaSaSasaSaSasaSas 



H4 I 



CD 
I 



1 I 



I I I I 

GO 0% GO GO 

X X CQ 

I I I 
^« 

I I I 



CD 
I 



I 

CM 
CO 

I 

I 



l t I 



fa 
i 



< 
i 



t i 



u 
i 

I 



a 

i 



i 

CM 

a 
i 



o o o o o o 



JSmCMCMCMCMCMCMCMCMCMCMCMCNICMCMCMCMC^ 

Uaasasasasasasasasasasasastfa^astf 



WO 03/027246 



PCT/US02/30412 



3/163 




i i i i 
i i i i 



tilt 
i i i i 



i i i i i 
i i i i i 



2 c* 



vo a\ O t-I 



o l vo co oo 

« O I H H 

? h w r» cn 

S M • • • 

•S * i o as \o o 

I m m 



CO 





CC CC t*4 1*4 
C*4 1X4 CD CD 

CD CD W M 



I I 

Gh 00 

CQ (>4 

I I 



CM 
i— I 
CD 
I 



a 
i 



& 

S I I I I 

5 « o o o o 

Q CSJ CM CM CM 

U Q a PS CC CC 



WO 03/027246 PCT/US02/30412 

4/163 

PS cm ^cor^HHcrikD<NH<rioDCDr*^^ir)in^'^'3 , ^ , ni ,r )ronHH 
• • • ' * 

| vDin^rOnnCM^CNlOJHHHHHHHHHHHHHHHHHH 

c 2 

© P 

•c 

NCNiW(orofOfn^iOininvovovDvovor^r^r k r*r s 'r*cocooooo^^ 
E § | oooooooooooooooooooooooooooo 

u £ 

ooHiOor^ncMHVOfinrovD^M^^vccNiiOfonoHOOfn 

P I 

0 
9 

£gj (n(nro^VDcsicovDror*rnf^nvD^^^vDnoin^OH^( Y )HH 

•|f £ | HH(v!r4HHHnogH(>jnHinrrH(NH 

o cMOJfM^^cTiVDfO mm fncTiVDin(NHir)H(riHVDcN(Mcor^r-«ria^ 

« OJD ' " -J*"** 

.2 os i ioHr*T^HHroHHVDVDfO^(^a>inHor-H(T»r-\Dcr>a^cNjo 




0) 
CO 




co a; x 
Q § tJ 

go 
o < w 

^ & Si 

* S 5 

Q Q Q 
X X 
tu ty In 

2 Z 2 

a a o 
a w co 

H CO In 

o o u 
> e> o 

CO u 

Hi Oft 

2 X W 

5 co ^ 

04 < H 



o < 

< O 
CO o 

a a 

a z 

a w 

tc to 

> ^ 

CO CO 

e> a 

co us 
o a 
a: ^ 
q o 



W CO 

►H" ^ 
o w 
hh a: 

o a 

as a 
a cm 

CO H 

a cc 

Z CO 

a 



as ^ 

m a: 

I M 

CM I 
iH rH 

w o 
Bin m 

2 -H I » 
5 8} CO CO 

.2 a vp vd 

U Q < < 







a: 












ft 






as 


a: 




OS 


a; 


rH 


as 


as 




as 


as 


rH 


PC 


as 


rH 
1 


►H 


M 


I 


►H 


rH 


M 


rH 


rH 


1 


►H 


M 


M 


M 
1 


I 


I 


O 


I 


I 


1 


1 


1 


rH 


1 


1 


1 


o 




GO 


rH 


m 


CM 




CO 


CO 


1-1 


rH 


<X\ 




rH 


r- 


< 


a 


w 


a 


CO 


< 


o 


X 


pa 


< 


u 


a 




u> 


I 


I 


I 


i 


I 


1 


1 


1 


i 


\ 


i 


i 


i 


i 


f "'4 


CM 


CO 


CM 


rH 


rH 






CO 


rH 


CM 


CM 






i 


I 


I 


I 


1 


1 


1 


1 


1 


1 


1 


i 


i 


i 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


VD 


VD 


VD 


VD 


VD 


VD 


VD 


VD 


VD 


VD 


VD 


VD 


VD 


VD 


< 




< 


< 


< 






< 


< 




< 






< 



a; _ 

as m as as 

M M I rH rH 

I I rH I I 

CM CO rH CO ID 

X U O ^ W 

I I I I 

CM CM CO CO 

I I I I 

CO CO CO CO 



as 



i 
I 



<<<<<<<< 



as as as as 

H H H H 
1111 

r- r- vx> cm 

(D W O U 
I I I I 
rH CO ^J* CM 

1111 

CO CO CO CO 
VD 



as as as 



i 



i 



i 



i 

rH If) 

Cm (J 

I I 
CO CM CO 

I I I 
CO CO CO 
VD VD VD 

< < < 



WO 03/027246 PCT/US02/30412 

5/163 

ooooooc^m^oooDcocD ccTcd r-r-r-r*-r^r-vovov©vovDv0vD 

I r-3 t— i «-i i— I rH i— IOOOOOOOOOOOOOOOOOOOOOO 

e 2 

© M 

•c 

2 oOf-tooo»-i rH* cm corocofncocNi^inin^in^vor-vor-vor-r- 

cr»cr>coHHiHCftHp-ionr*crkcnr*o>oocovDa>'THr s 'mHa>r^in 

^ | ©^inininc\I(NNH^roc\iHHH(rkr-^csiHHC\ior'r-vDincsi 

Pi ^ ^ 

a 

2^ oooHmcgHHrno^m^in^HinooMvocAOMMoocovDn 

i a^vpvoinincNjncNcsiin^ncgcNic\j(OHr-ro(N(vjc^(x>c^(\io^^ 

HH rH rH iH rH rH 

o vDr-f^or-r^^CNjojoooiOH^nocNiHnrcor^a^cocvi^fncNj 

w WO .•«• • • ••••• 

.2 * i uj^vo^^c^ra^Hcn^roHCJH^^aajcornvo^wnnvn 

OS I 

PC w 



CM 

I 

LU 



u. 




< 


CO 


re 




CO 


►H- 


H 








a 


O 




o a 




O 








> 






> 
























O 


Q 


Q 


Q 


Q 




>» 


>* 


>h 






Cm 


&u 






Z 


Z 


Z 


z 


z 


a: 


a: 




H 


H 


Q 


o 




CO 


Z 


CO 


CM 






►h" 


(X 


a; 


> 


ss 


CO 




CO 


CO 




fX 


& 


o 






M 


CO 






s 


o 






CO 




Q 


a. 


CO 


a 


> 


< 




to 




o 






CO Qm o 
^ ^ 

o o a 

<x re < 

Si Ej Eu 



CO 




I 

cr> 



& en 





















a: 




M 


PC 




M 




PC 


OX 


►H 


rH 


M 


1 


)-H 


rH 


I 


M 


M 


HH 


1 


1 


1 


CM 


1 


1 


CM 


1 


1 


1 


o 


rH 


rH 


rH 


ro 


GO 


rH 


ro 




00 


rH 


rH 


CO 


X 


Q 


CO 


< 


X 




a 


&u 


CP 


1 


1 


1 


1 


1 


1 


1 


i 


1 


1 


CO 




CM 


CO 


rH 




ro 


CM 


m 




i 


1 


1 


1 


1 


1 


I 


1 


i 


1 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 




VD 


vo 


10 


VD 






V0 


VD 


V0 


< 


< 


< 






< 


< 




< 


< 



CC VC rH 



I I t 
CM CD VD 
O O X 
I I I 

cm 

III 

^ .„ _ , _ _ _ _ _ CO CO CO CO CO CO CO CO CO CO CO CO CO 

.2 3 

U Q 



OS 

p£ oc a; 

I rH rH 

O I I I 

rH ^J* CTk Lf) 

d tn a 

i i i i 

cm ro ^ ro 

I I I I 



H H H I H H 1 M 



I 



X 

I 

TT 
I 



I 

VD 

I 



1X4 
I 

CO CO CM 
I I I 



I 

vd 

U O 

9 I 

I 



I 

CM 



I 

O 



I 

r- rH 
Q O 
I I 
CM 
I I 
CO CO CO 
VO VD VD 

< < 



CD 
I 

I 



I I 

0\ CM 
U4 Cm 
I I 
CO CO 

I I 

CO CO 
VP VD 

< < 



WO 03/027246 



PCT/US02/30412 



6/163 

U I oooooooo 

a g 
© p 

•c 

§ 5 I (MNHMHCNNM 

r^-OOtOCTltOOCD 
I M H H 

a 

9 

2P r « 

"3 ft I i-HCMr^r^rnr-o^ 

g U I f) h ro ro cnj 

w 
k 

g &c 

■~ « i voorHVPOoor^n 

a: w 




u 





o 


a o 


Q 




PS 


< 




H 


> ^ 


> 




M 


> 




a a a o a a 


< 


CO 


< a£ 




a 






Eu Em Eu 


1 


FV 




FV 






se s 








3: 


Q 




a a 






a 


Q 




>< 


>-• 












Cm 


Pu Pu 


Pu 






Pu 


Z 


Z 


z z 


z 




z 


Z 




o 


E < 


z 




o 


a 


a 




o o 




a 


Q 


o 




u: 


q a 




a a co 




Q 






CO 


CO 


a: 






£ > 




o 


CO 


as 






pa < 


1 




< O 






o a» 




CO 


CO 


> 


> 




a. h 


u 




oc 


CO 








X 




pa 


CO 






CD 2 


CO 


pa 


> 





o: pc h f-5 as h a; b; 

MM I MM I MM 

I >l CM I I M I I 

MfOrHCM f— I H H M 

e> < o cq q o pa 

C I I I I I I I I 

S i i i i I i i i 
gncocococococococo 

<J) \o \0 KO VO VO VD VD VO 



WO 03/027246 



PCT/US02/30412 




t I 
I I 



I I 
I I 



I I 



I I 



7/163 

(lit 
i i i i 



i < i i i i i i i i i i i 
i i i i i i i i i i i i i 



i i i i i i i i i i i i 
i i i i i i i i i i i i 



i i i i i i i i i i i i t i 
i i i i i i i i i i i i i i 



i i i i i i i i i i 
i i i i i i i i i i 



i i i i i i 
i i i i i i 



i i i i i i i i i i 
i i i i i i i i i i 



cq U I cocococo<^cncnjcnjcncnicncnjcnIC\»cnic>ic^ 

k 

•2 « j 



csiromcNJCMCsi^rrocNCsjcNjcg^T 



CMCMrH^HPOCNCMCMCgCNJCNi-lrHr-irO 





> 


OS 






CJfi 


Cm 


cd 


CD 


Olco 


Eh CO DC 


a; 


Cm CO 


Eh 


4 






vA 


s 


> 


M 




> 


> 






J Hi > 


> 


M > 




> 


i, 


OICO 


id 


OK 


O Ol Ol CO 


aioaoaiaK 


Olco 


< 


Ol H 


< 


CD 


Q 




< 


oc 




M CO CO 
Em Ej 




CO O O 


PC 






> 


> 


FV 


> 
Cm 














FV 


FV 








B 


a 


8 


§ 








S 


» » 3 


3: 




St 


3T 




Q 






Q 






o 


a 


Q 




q a a 


Q 


a a 


Q 


Q 


Q 




>* 






>* 


>< 




>* 




>H 


>1 >H >4 


>i 




>< 


>» 






Cm 




U4 


Cm 


Cm 


Cm 


Cm 


Em 


Cm 


Cm Cm Cm 


Cm 


Cm Cm 


Cm 


Cm 


Cm 


2 


2 




2 




2 




2 




2 


2 2 2 


2 


2 2 


2 


2 


2 


< 


cd 


M 




H 


CD 




£ 


H 


Q 


Eh CD CO 


CO 


X CD 


cd 


O CO 






Cm 


X 


CD 


CO 


CD 




Eh 


CO 


s oiao 


Q < 




Cm 


CO 


oc 


PC 


Ol 


M 


CO 




CO 


co 


CO 


CO 


Ok CO ^ 


i-5 


Q H 


CO 


CO 


PC 


CO 




> 


CO 


Q 


cd 




PC 






Q O 


PC 


PC CO 


CO 




Cm 


$ 


a, 




05 


CO 


CO 


CO 


cd 


§ 




> >A < 


CO 


H CD 


> 


M 


2 




CO 


ID 


M 


co 




CO 


CO 


o 


CO 


Ol CD O CO 


PC >• 


CO 


CD 




CO 


CO 


CO 


< 


cc 


a 


cc 


x 


a 


> 


►h o a: 


OC 


H Cm 


O 


cd 


X 




CO 




o 


Ol to 


Q 


o 






O CO < 


>H 




CD 


s 


cd 




2 


< 


< 


cd 


OI*-3 


CO 


OS 




> CO o 


Cm 


CO 2 


a 


Hi 


< 


k3 




CO 


cd 


oc 


> 


OC 


cd 


cd 


Cm 


a; a: co 


a, 


O CO 




ex: 


CO 



3 







2 


PC 






H 


M Eh 


CO 


OIOIO o 


PC 


*H* 


CO 






& 




ir 










Q 


a 


Q 


q a 


>• 


>i 




>H >H 


Cm 


Cm 


Cm 


Cm Cm 


2 


2 




2 2 


a 


>H 






o cd 




co § 




X 


S 






CO 


M 


Cm CO 




2 


h5 


OI2 


o 




o 


CO 




Cm 


< 


CO 2 


s 


CO 


l-l 


O CO 


Eh 


X 


CO 


< 


> 


X 


a 


^ Cm 



pco:cxicc:a:pcpCCMCx:pcpCQCPC 

CuCmCmUjCmCmCmCmCmCmCmCmCm 



I I I I I I I I I I I I I 

COQCmCmOOXCOUCmXXX 

& I I I I I I I I 1 I I I I 
^rcNCNj^r^^roJCN^^r^^CN 
2 «H I I I I I I I I I I I I I 

g wcococococococococococococo 

0V0.VP\OVDVDVOVPVOVQS0VOVOVD 

Ua<<<<<<<<<<<<< 





PC 


PC 


PC 


PC 


PC 


PC 


PC 


CC 


PC 


oc 


PC 


PC 


PC 


PC 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


O 


O 




O 


CD 


e> 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


1 


i 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


KD 


V£) 


eg 


IT) 


CO 


CM 


VO 


CM 


vo 




CO 


m 


VO 


VO 


i-i 


CO 


fO 


Q 


a 


< 


CO 


CD 


CD 


o 


Cm 


u 


X 


X 


Cm 


X 


1 


1 


1 


i 


1 


1 


1 


1 


1 


1 


1 


i 


1 


1 


1 










CM 












*r 






^» 


CO 


1 


1 


1 


i 


1 


1 


1 


1 


1 


1 


I 


i 


1 


1 


1 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


co 


ID 




vo 


VP 


VP 


vo 


vo 


vo 


vo 


vo 


vo 


vo 


vo 


vo 


vo 





WO 03/027246 



PCT/US02/30412 



I 1 I I I I I I I I 

I I I I I I I I I I 



8/163 

i i i i i 
i i i i i 



i i i 
i i i 



i i i 
i i i 



i i i i i 
i i i i i 



i i t i i i i i i i i i i i i t i i i i i i i i i i i i i 
i i i i i i i i i i i i i i i i i i i i i i i i i i i i i 



. I i l I I l I I 1 I I l l I I I i i I I I I i i I I l I 
I I I I i I i i I I I I I I I 1 I I I I I I I I I i l l l 



fa I ro^ (V) M (N|CNlNCSI N HHr, oooOO<^mw 
Q5 l cNicNicNCNogcsiogcsicNcgcgcNicsiojCNicsJCsj*-i»--«T-i 



s 
e 

cn 
*C 

08 



cDOovDfsjoooor'-io 



HOpoMHO^VD^^OOlOnH^O^HHH© 



g H | (NicMOJfM(MCMCMHHHHHCMCS)CMH 



H CM CM W CM 



vd o o o 
h h m ro <N n 



CM 
I 

U. 




4> 




as 
> 



o w ^ 

H to W 

2 pj o; 

CD i-q > 

PC CD PC 



< CO < Q CO 

w >< o o, 

P£ CO CO « Ol 

Eju Exj Em Cm ^ 



oi oil a Sao oi oi oi oi < oi oi ol gi oi > oi< 

cooo<cocdpcococoo^ ^ ^ 

Ej Em E^ Em t 



Em Em & Em Em 



> 

Cm 









25 




8 
















B 


a 


a 






Q 




Q 








>-» 






>• 




>> 














Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 




Cm. 


Cm 




z 


z 


z 




Z 




z 






Z 


Z 




CO 


a 


o 


I 


a 


CO 


PU 


a 


CO 


a 


Cm- 


CO 


a 


a 






PU 


< 


oicu 


z 


OIX 


< 


PU 


O PC 




cd 




u* 








Cm 


Q 


PC 






cd 


co 


< 


H 




a 


PC 


% 


Olco 


Ol 




o 


^ 


PU 


CO 




oico 




DC 




cd 




PM 


cd 


PC 




cd 


> 


CO 


CO 


CO 


Q 


o 


OJPC 


cc 


PU 




aw 




H 


a* 


> 


a 


> 




co 


CO 




cd 






Cm 


z 


CO 


cd 


co 




X 


PC 




PC 


CO 




H 


CO 


Ol w 


> 




PC 


co 




a 




H 


> 



o 

Z 

a: 
> 

•J 
Q 











Q 


Q 




Q 








Jh 


Cm 


Cm 




Cm 


Z 


Z 


z 


Q 


PU 


PC 


cd 


CD 




o 


co 


2 


2 


Q 


CO 


a 


co 


RH 




CO 


< 


PC 


C!) 




co 


cd 




cd 


cd 


CO 






PC 






% 


:m 


S. 


PC 


cd 


PC 


OICU 



m q < o a x co 

Em Cm Em Em Em Em & 

3: 3: ^ 3: » » 3 

Q O O Q O Q O 

>i >« >H * >* >« 

Cm Cm Cm Cm Cm Cm Cm 

Z Z Z Z Z Z SB 

> CD PC CO U5 CD > 

CO PC W PC CO CD DC 



CO 



8 



> CD PC CO 
>h CO CO CO 
Ct CO H Eh 
CD > O Q 
>.4Z CD 



> CD 
CD 

< SB 

> PC 

»q CO oiaisc 

CO co CD pu n S 

M < O > PC PC CO 



s 

u 

k 
o 

£ i 

(2 u 



cc 

Cu 

o 

M 

c 

< 

m co 
O < 



PC OC 

Cm Cm 

CD CD 

M M 
I I 

CO ro 

CO o 

I I 

i I 

CO co 

< < 



Cm PC 

CD Cm 

m CD 

O t 

co a 
i i 

CO 

I I 

CO CO 

< < 



PC PC PC PC 
[24 Cm Cm Cm 
CD CD CD CD 



PC PC PC PC 
Cm Cm Cm Cm 
CD CD CD CD 



PC PC PC 
Cm Cm Cm 
CD CD CD 



PC 
Cm 
CD 



PC 
Cm 



MHIIHUH II— 1IHI-HHHMMIH 1 HIM 



I I I I I 

CM CM If) H r 

CQ < <C U 

I I I I I 

^ ^* ^9* ^* ^ 

I I I I 

CO CO CO CO 

VD VO VO VD 

< < < < 



I I 

rH •Q' T 

co co a 

i i 



i 

00 
Cm 
I 

«T *T <*T CO 

till 
CO CO CO CO 
VD VD VO VD 

< < < < 



I I I 

CT* CM CM 
SOS 

I I I 

co co 
l l i 

CO co co 

VD VD VD 
< < < 



I 

CO rH 

< CD 
I I 
m 
l l 



PC 


PC 


PC 


PC 


PC 


PC 


PC 


PC 


PC 


E 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 




IG 


IG 


IG 


IG 


IG 


IG 


IG 


IG 


IG 


CD 

M 


1 


1 


1 


1 


• 


1 


1 


1 


i 


1 


lT> 


CM 


CO 






r-l 


rH 


iH 


m 


CM 


CO 




CD 


X 


CD 


< 


Cm 


CD 


o 


PQ 


1 


1 


1 


1 


1 


1 


1 


1 


i 


1 


CO 


CO 


CO 








CM 


CM 


rH 


CM 


1 


I 


1 


1 


1 


1 


1 


1 


t 


1 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


VD 


VD 


VD 


VD 


VD 


VD 


VD 


VD 


VD 


VD 


< 




< 


< 


< 




< < 


< 


< 



WO 03/027246 



PCT/US02/30412 




9/163 



i i i i i i i i i i i i 
i i i i i i i i i i i i 



i i i i i i 
i t i i i i 



i i i i i i i 
i i i i i i i 



i i i i i i i i i i i i i 
i i i i i i i i i i i i i 



06 



in in m in ^ 



n n n ro 



W5 



© ^7 1 CVJCMNHCVICVjHHfOHHH 



CO 

OIO> o o 
< hOH>0! 
O OK O S 




co oC < S> tJ hh < 

^ > ^ > >,S> 

> co W OIOIOIM 

Z Olco < < < vC 

Em Eu Kj 



:x s s 

O O O Q 
5* >< Jm 
tu Cu Uj Cu 

2 2 Z IZ 

> o o a; 
CP o* o s 
x a: aih 
o > u* > 



pica 

CO »-5 



Q CC 

< u 
o a; 



Ei CO o to 
Cu cu *a co 
55 a; co »^ 



q a 

SS 2 

as 

CO O 

s a 

H 
H 

CO > 

« cu 

X PC 



a 

Em 



O cu 
o cu 

HH Q 

Q 



£ 

op 

u 

« 
o 

8 
I 

























PS 


a: 




CC 


PC 


cc 


cc 


cC 


CC 


a: 


cc 


cc 


(14 


Dm 




fcM 








1X4 


Cu 


Cm 




Cu 


e> 


IG 


IG 


rH 


IG 


IG 


IG 


IG 


IG 


IG 


IG 


IG 


M 
1 


i 


i 


1 


i 


i 


i 


1 


i 


i 


1 


1 


O 


m 


CNI 


VO 


ro 




GO 


CO 




rH 




rH 


rH 


o 


< 


w 


o 


o 


X 


w 


Q 


< 




o 


CO 


i 


1 


1 


1 


1 


1 


i 


1 


1 


1 


1 


1 


rH 


rH 


ro 


r-l 


m 


m 


ro 


ro 


CM 




ro 


ro 


1 


1 


l 


1 


i 


t 


1 


I 


1 


1 


i 


i 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 






VO 


VO 


VO 


VO 


VX> 


VP 


VO 


vo 


VO 


vo 


< 


< 




< 


< 


< 


< 


< 


< 


< 


< 






WO 03/027246 PCT/US02/30412 

10/163 

CC rOCNCMf-Hi-lr-lt-HOOOOOOOOOOOOOOOOOOO 

to 

m I 

e Q 

p< r*ooaocT\c^cn^ooooooooooooooooooo 

6 § I OOOOOOOfHf^iHTHi^iMrHfHiHf^f^rHrHiHf-HrHrHT-lfH 

© P5 i 

incNiooouiTHroofn^^oor^r-vPin^voin^r^vDi-ivo^rin 
i \£>^invccoroocNCNjcvjcsiro^iocr>ocN^rr^oDOT-iCNCN^rvD 

P I CM CM H CM n HHHHHMNCM CM CM CN 

9 

•S h^i (TifOHin^Hi^(N(N(vjcsirnrrincriocs}^r^oDHH(N(Njrnvo 

S U • H CM H CM CN HHHHHCNCMCMCNCNCN 

!■ 
0) 

° ovoinmH^^H^OHHH^in^vocDCNOMn^OH^^ 

g OS 

.£ * o> cMr^oooooo^ , for*rgHroor^^inHc^©mtno^ooop^ooco 
t! r h csirororomrococMcocM rofnognnnncNncsicNroncNro 




3: S 
a a 



a 



> > > 

< cm < 

Q > > 

US w » 

a o o 

O U C3 

H H ^ 

as cd a 

< < Q 
cm ex. cm 

CU CXi CU 
Q W W 
U CO 

cd < 

> > 

CD CD CD 

< < < 
U CD O 
>h Q Q 

CO CO CO 
H H 
PC OS Dm 

o cd a 

>-3 »-q »-3 

> > 
cd o e> 

OS OS OS 
X Ol Ol 



s 



a a 



> > 

Dui tn W 

Q > > 

5*5 H W 

O O O 

cd cd cd 



Q Q 

2 2 

> > 

2 &<s 

a a 

cd cd 



3: 

Q Q 

1*4 1*4 



1X4 1*4 

cd cd 



* 5 

a a 

>■« >h 

a > 

2 CO 

co o 



a: 
cm 



en n: 

< < 

CU CU CU 

i-q < cu 

U U [i] 

CO 

> S 

US i*S 

o o u 

< < < 

o o o 

a q a 

CO CO 5h 



CO 

g 

:*s 



a; a: ac 

< < 2 

cu cm cm 

cm cli 04 
OOI> 

CO CO CO 

< < < 
> > > 

:*s :*s us 

cd cd u> 

< H < 

o o o 

Q Q Q 

CO CO CO 



Cm 
> 

:*s 



> 

h3 



as co as 

o cd cd 

h3 CO 

> > CD 

as h3 < 

2 2 U 

cd cd ^ cd a cd 

as OS cm as as as 

aiaiaiai* x 



as 
a 

S 

cd 
as 



as as 
cd a 
> ^ 



Hp 



> 
s 



as as al 

< < < 

Oi cm cu 

cm cu cu 
www 

co co co 

cd cd cd 

> Q Q 
CO CO CO 

> (m H 

as co as 

CD CD CD 

h1 CO h1 

X s 

CD CD CD 

a: co as 




> 

S 



cm 
a 
> 

_ 2 

£S 

E-» CD 

hP W 

CO CO CO 

H O H 

as > as 

CD CD CD 
h3 CO h3 
Q CD > 
< 

« OIS 
CD CD CD 

as as as 

>^ JH K 



as cd as 
< CD < 
cu cu cm 
cm cm cu 
www 

CO CO CO 
CD < < 

CD CD CD 

Q Q Q 

CO CO ^ 
H H 

as as h 

o CD CD 
^ H W 
> > CD 

cm h1 CD 
S >h 

CD CD * 

as CD cm 

o a \x 



o 

LL 



a ^ 

0 PS 

a n 

H 



c g 

g 2 
u 2 



a 
i 

CO 

i 

•J 



as as as as as 



i 

33 
I 

^» 
I 



I 

I 



I 



I 



w 

I 
I 



I I I 

co vo 

CD CJ CO 

I I I 

v n co 

i i i 

^ Hi Hi 



I 

CM 



I 

CM 



_ „ _ _ _ as ....... . . 

tftftftfOSPSHHHHHpjHHHflJOjHOSOStfHDSOSH 
MM |HMMMI I I I I KH I I I MM I MHIMj^frHM I 

I CM 



as as 



CD CD < W W CD O 

I I I I I I I 

^* ^ CO ^* ^* ^ CO 

I I I I I I I 

»j) ^ h1 h1 h! h! 
V0 VO ^ V£i Vp VO VO VP iP VD ^ VD 



I I M I 1 I O I I 

aSfcuWEC^fcuCDWSCCDf^W 

I I I I I I I I 1 I I I 
I I I I I I I I I I I I 

k!h1h1h1h1h1h1h1h1h1^h1 
vpvpvpvpvpvpvpvpvovpvdu) 



WO 03/027246 




PCT/US02/30412 



11/163 

ooocricTi(^^oococor ,fc ( N, r^r v 'VD\i;voifiioinHHH 



ooocNjrHrH^rorocvjiT)ir>ir>^Tr^VDincr>cr>ooooo 



2 OS 

n -« 

la 

° o 
.2 * o> 

PS w 



in oo 



HhHO^flDOOfOO 



r-r-tin-oncsinr-^r-CMQDTroDt^vDvioc^nHHCj 

(M CO fO H CN CM Ps) H rH 



^r^CNj^r^^^^ro%Or-i^rcai-iCMCNio^Dcrkr*-vDi-iVDVD 
• cgmrOf-n cm cm d cm h cm h h h i-h n h cm 



r0^rHVDCMHH(NOO^OLO'<TOOCOU5^0000 



r^u^coovDcor^t^c\icsicr\CTkTHincoa5ror*-cocor-fVDp^ 
nrnrironcNiroro^^cjnrncNtncNi^ojrorofOCNicsj 



a* 



CO X 



FV 


n 

CM 


Cm Em Eu iS 


FV 


Em Em Em 


FV 




FV 


FV 


FV 


M 

Cm 


FV 


M 
Em 






3: 




IS 






IS 


3: 


IS 


is 








IS 








Q 


Q 


Q 


a 


a 


a 


a 


O 


Q 


O 


a 






Q 


Q 


Q 


Q 


a 






>* 


>• 


>< 




>< 






*» 










>• 








Em 


Em 


EM 


Cm 


Cm 


Em 


EM 


Em 


Cm 


Em 


Em 




Em 


Cm 


Em 


Em 


Em 


Em 


2 




2 


2 


2 


2 


2 


2 


2 


2 


2 




2 


2 


2 


2 


2 


2 


CD 


CD 


CD 


CD 


> 


CD 


CD 




> 


> 


> 






CD 




h3 












g 






H 


l 










i 






g 


1 


I 














[14 






g 


g 
















> 


> 




> 




> 


> 


> 


> 


> 


i 


Q 


s 


CD 


> 




> 


















2 


&C* 


Ed 








PC 


2 








aiaaaiu 


o a o o o 


O Em 


O 


O 


O O 


Ed 


Ed 


cd 


cd 


cd 


CD 


CD 


CD 


a 


CD 


CD 


CD 


CD 


z 


CD 


CD 


CD 


CD 


CD 


a 


hh 




HH 


> 


I-H 


HH 


HH 


i— i 


h-i 


HH 


HH 




M 


i 




M 


M 


CO 


a: 


PC 


PC 


PC 


PC 


PC 


PC 


CO 


CO 


PC 


PC 




PC 


PC 


PC 


PC 


PC 


PC 


H 


CO 






H 


S5 






2 


2 
















< 


Cu 


CO 


CU 


CU 


a. 




























a. 


a. 


CM 


a, 


CU 


Cu 


Oi 




a. 


Ol CO 






cu 


CU 


CU 


Oi 


cu 


Ed 


w 


Ed 


w 


pa 


Ed 


Ed 


a 


w 


Ed 


Ed 




<: 


Ei3 


w 


Ez3 


Ex3 


Ed 


CO 


CO 


>< 


CO 


CO 


Em 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


Em 


CO 




CO 


CO 


Q 


< 


Q 


< 


< 


£ 








< 




ES 


Q 












> 


> 




> 


> 






g 






> 






1 








g 


hh 


2 




HH 




5m* 












Ed 










Ex3 




cd 


cd 


CD 


CD 


CD 


CD 


CD 


CD 


CO 


CD 


CD 


CD 






CD 


CD 


CD 


CD 


< 


< 


< 


< 


< 


< 




3 


3 


< 


> 


< 


a 


if 




< 


< 


> 


cd 


cd 


CD 


CD 


CD 


CD 






CD 


CD 


CD 


CD 




CD 


CD 


CD 


CD 


o 


Ol O 


< 




Q 


Q 




Q 


Q 


CD 


Q 


Q 


Q 


O 


Q 


Q 


O 


CO 


CO 


CO 


CO 


cu 


CO 


aico 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


HH 


M 


HH 


hh 


HH 


n 


h-i 


> 


l-H 


HH 




H- 1 








M 


M 


l-i 


a: 


PC 


PC 


CD 


PC 


PC 


PC 


CD 


PC 


PC 


PC 


PC 


s. 




PC 


PC 


PC 


PC 


PC 


cd 


cd 


CD 


CD 


CD 


CD 


CD 


Q 


o 


CD 


CD 


CD 


CD 


CD 


Q 


CD 


CD 




1-3 


1-3 


^3 


a h3 




i-3 


t-3 


t-3 




h3 


i-3 


h3 


i-3 


i-3 


h3 


PC 


> 


> 


> 


CD 




> 


> 


> 


hh 


> 


o 




> 


> 


> 


> 


> 


> 






h3 






Pu 


»-3 


k3 


*3 


h3 








h3 


h3 


h3 


i-3 


h3 




s 


2 


2 


1— 1 


2 


2 


2 


2 




s 


n 


2 


2 


H 


2 




M 




CD 


e> 


CD 


CD 


CD 


CD 


CD 


CD 








CD 


CD 


CD 


8. 




CD 




PC 


PC 


PC 


PC 


CD 


PC 


PC 


Cm 


PC 


PC 


PC 


PC 


PC 


PC 




PC 


PC 


>< 


>< 






:h 




OIIX 






Ol Ol Ol 


Ol Ol Ol Ol 



Em IS tu Eu Eu Cm 



S S£ S 

Q Q Q 

>H >4 >H 

Em Em Em 

2 2 2 

§§§ 

Em Em Em 

> > > 
^ PC H 

0 o o 

CO CD CD 

H H H 

PC PC PC 

CU CU PC 

Ed Ed Ed 

CO CO Em 

2 £m* ^ 

CD CD CD 

CO Q < 

CD CD CD 

a a a 

CO CO CO 

H H CO 

PC PC PC 

CD CD CD 

i-3 i-3 

> > 

2 2 

CD CD CD 

i-3 PC PC 

01 OI>h 



i-3 
> 
i-3 
2 







Q 








Em 


Em 


2 








1 


< 




CO 


B 


> 






PC 


o 


CD 


CD 


M 

PC 


n 


< 


£g 


CU 


Pu 


CU 


PC 


Ed 


Ed 


CO 


CO 
















CD 




< 


CD 


CD 


Q 


O 


CO 


CO 


M 


i~i 


PC 


oc 


CD 


CD 


h3 


h3 


> 




h3 




2 


2 


CD 


CD 


PC 


PC 




X 





-rl 



0 PC PC PC PC 

Q M H-I H-I M 

I I I I 

h in ^ 

Ed < CD 

I I I 

^3* ro ^j* 

l l I 

h3 i-3 i-3 



c£c£pca£a404pcccpccM > ct;pcpcpCPCPCp£p£PC 



H CT» 

id x 

M <-3 



4 VO VD V0 vo 

goi < < < < 



eg vo 

X Ed 

I I 

I I 

•-3 h3 

V£> V£> 



I I I 

%n co m 

X X 

I I 
I I 

h3 h3 
VO CD CD 

< < < 



Ed 
I 

l 

h3 



CD 
I 



O 
I 

I i 
h3 i-3 

< < 



0 < 

1 i 

I l 

h3 h3 

VO vo 



I 

VO 

< 

I 

CO 

I 

h3 



I 



I I I I I I I 

CdOtMCQtMCdEdEd 
I I I I I I I I 

fO ^ ro 
l l I 

h3 h3 h3 



I 

h3 



I 

i-3 



I I 
h3 h3 



I 

i-3 



I 

ro 
X 
I 

o 
I 

i-3 



VO VO VO VO VO VO VO VO VO vo 

<<<<<<<<<< 



WO 03/027246 



PCT/US02/30412 




i l 
l i 



i l i i I 
i I I I l 



12/163 

i i i i i 
i i i i i 



i i 
i i 



i i i i i i i i i i i i i i i i t i 
i i i i i i i i i i i i t i i i i i 



i i i i i i i i i 
i i i i i i i i i 



i i i i i i i i i 
i i i i i i i i i 



i i i i i i i i i i i 
i i i i i i i i i i i 



i i i i i 
i i i i i 



i i i i i i i i i i i i i 
i i i i i i i i i i i i i 



GO CM CM CM 

CMCMCMCMCMCMCMCM 



•3 fa 
« O 

CO « 

u 

a) 

% 



HHHO^^OOCDrO(*lCJ 



cocococococmcmcmcmcm 



O O (Tl OO CD 



'gHrHCMmCMfHCOCOCMCMCMrHfO 



u^^cor^vpinvocococTkCnoaococDin 

tHtHfHiHiHiHCMCMCMiH CM rH iH tH tH 



Q 

fa 



> > > > 

Cu Cu Cu Cu 

5C 15 ^ s 

O O O O 

Cti Uj Cu tu 



4) 



S 05 



> > 

< cu 

HH ,-3 

> 5 

US US 

o o 

o cd 

tH *H 

o: as 

> < 

CU CO 

CO a. 

> o 

CO U 

< < 

> >> 
us u: 

CD CD 

<: < 

cd > 

Q O 

CO CO 

M M 

OS OS 

cd cd 

o ^3 

> cd 

2 h3 

2 oS 

cd cd 

as os 



> cd 

< < 

> cd 
^ u: 
o cu 
cd cd 

tH IH 

os a: 
«C < 

O Ou 

CU Cu 

CO O 

CO CO 

> > 
a; us 
cd cd 

< < 
cd cd 
a a 

CO co 

tH M 

as as 
cd e> 

^ 04 

> > 

2 2 

cd cd 
a: cd 
>< a 



> 


> 


> 

Cu 


> 




> 


> 


> 


> 


> 


> 


> 


> 


> 


> 


> 


> 


> 


> 


> 


> 


> 


> 


> 


Cu 


Cu 




Cu 


> 


Cu 


Cu 


Cu 


Cu 


Cu 


Cu 


Cu 


Cu 


Cu 


Cu 


Cu 


Cu 


Cu 


Cu 


Cu 


Cu 


Cu 


Cu 


Cu 






a 




Cu 


IS 


se 






S: 


25 




EC 








& 








5C 








a 


Q 


>* 


a 




a 


o 


a 


o 


Q 


Q 


a 


a 


Q 


o 


a 


Q 


o 


o 


Q 


a 


o 


a 


a 


>• 




Cu 




a 




>* 


















>^ 


















Cu 


Cu 


z 


Cu 


>• 


Cu 


Cu 


Cu 


Cu 


Cu 


Cu 


Cu 


Cu 


Cu 


Cu 


Cu 


Cu 


Cu 


Cu 


Cu 


Cu 


Cu 


Cu 


Cu 


z 


z 


> 




Cu 


2S 










Z 


z 


z 


Z 


z 


z 


Z 


z 


Z 


Z 


z 


z 


z 


z 


> 










> 


> 


> 


> 


> 


> 


> 


Cu 


> 


> 


a 


> 


> 


> 


> 


Q 


> 


> 


CD 


CU 


< 


Cu 


> 


> 


O 




< 




< 


< 










< 




< 


< 


< 


< 


< 


< 






Cu 


> 


Cu 


< 


h3 


Cu 


Cu 


Cu 


Cu 


Cu 


t-3 


Cu 


Cu 


Cu 


Cu 


> 


Cu 


> 


Cu 


Cu 


tu 


Cu 




> 


> 


u: 


> 


Cu 


> 


CD 


> 


> 


Q 


> 


> 


> 


M 


> 


> 


> 


> 


> 


> 


Q 


> 


> 


> 


us 


-US 


o X 


> 


H 


US 


US 


US 


Cd 


Z 


US 


US 


US 


as 


US 


US 


US 


a 


US 


US 


25. 


US 


US 


ooloo 




O 


OlO 


o 


O 


a a 


a a 


oiaooiaao 




cd 


cd 


tH 


CD 


a 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


a 


H 


ih 


02 




CD 


M 








M 






M 


M 


as 


M 






> 


OS 




M 




2 


X 


o: 


cd 


as 




as 


a: 


as 


as 


as 


as 


as 


as 


as 




OS 




as 


as 


as 


as 


as 


CO 


E-» 




cu 


Q 


OS 


< 


< 


< 


< 


< 


< 


< 


Cu < 






£ 


< 


CD 




< 


< 


Ou 




Cu 


cu 


< 


OS 


cu 


cu 


cu 


cu 


CU 


Cu 


cu 


CU 


cu 


CU 


cu 




CU 


Cu 


cu 


cu 


cu 


CU 


a. 


cu 


CO 


cu 


Cu 


cu 


CU 


cu 


cu 


< 


CU 


CU 


Cu 


cu 


cu 


cu 


cu 


cu 


CU 


cu 


cu 


cu 


as 


cu 


CO 


co 


CO 


CO 




Q 


CO 


CO 


pa 


CD 


w 


CO- 


a 


CO 


CO 


CD 


CO 


CO 


CO 


CO 


a 


CO 


Q 


CO 


CO 


CO 




CO 


Cx3 


CO 




CO 


CO 


CO 


CO 


CO 






CO 


CO 


CO 


CO 


CO 


CO 


CO 


Cu 


CO 




< 


cd 


> 


< 


CO 




< 






< 


< 


< 


< < 


< 


< 


< 


< 




< 


< 


< 


< 




> 


> 


US 


> 


< 




> 






> 




> 


CD > 




> 


> 


> 




> 




> 


> 


> 
us 


us 


us 




us 


> 




u: 




us 


US 




us 


CO 


us 




z 


a 


us 


us 


us 




us 




cd 


cd 


< 


CD 




CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


% 


o 


CD 


CD 


CD 


CD 


CD 




CD 


< 


< 




< 


CD 


< 


< 


< 


< 


< 




< 


< < 


> 




Eh 


CU 


< 


> 




< 


< 


< 


o 


cd 


o 


CD 


< 


CD 


CD 


CD 


CD 


CD 




CD 


CD 


CD 


CD 


CD 


> 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


Q 


Q 


CO 

tH 


CD 


CD 


a 




CD 


a 




CO 


a 


Q 


a 


a 


a 


O 


a 


a 


O 


a 


O 


Q 


a 


CO 


CO 


H 


Q 


CO 


CO 


< 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


Cu 


CO 


CO 


Cu 


CO 


CO 


CO 


•H 


ih 


OS 




CO 
M 


M 


M 




i 






M 


M 


IH 


> 


M 


Cu 




M 


M 


l-H 


M 


RI 


M 


02 


a: 


cd 


as 


as 


as 


a; 


CD 


as 


CCS 


OS 


as 


OS 


as 


as 


as 


as 


as 


as 


a: 


as 


OS 


a 


cd 


h3 


CD 


as 


CD 


CD 


CD 


CD 


CD 


a 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 




h3 


> 


t-3 


CD 


as 




CD 


^ 


i-3 


i-3 


»-3 


cu 


CU 


t-3 


h3 


i-3 


as 


i-3 


CD 


i-3 


*-3 




h3 


> 


> 


2 


CD 


h3 


> 


> 


> 


CD 


O 


< 


> 


> 


> 


> 


> 


< 


> 


M 


> 


> 


> 


> 


> 


OS 


1-3 


cd 


i-3 


> 


as 








i-3 




i-3 


h3 


i-3 




i-3 


h3 


> 


»-3 


i-3 


t-3 


h3 


CU 


i-3 


2 


2 


ols 




s 


S 


2 




S 


s 






S 


> 


s 






2 


as 


h3 


2 


2 


as 


cd 


cd 


cd 


CD 




CD 


CD 


O 




CD 


CD 


CD 


CD 


CD 


CD 


as 




CD 


CD 


CD 


CD 


CD 


o 


CD 


OS 


cc 


OS 


OS 


CD 


a: 


a: 


as 


02 


OS 


as 


OS 


CU 


OS 


as 


OS 


as 


as 


as 


cu 


as 


as 


as 


as 








X 


a 




>• 














>^ 







« 
9 

Q 



OS 
Cu 

CD 
M 
I 

CD 
Cu 
I 

I 



a: 

Cu 
CD 
M 
I 

CTk 
CD 
I 

CM 
I 

i-3 



< < 



as cu 

Cu CD 
CD M 

M I 

I o 

r- ih 

CO CD 

I I 

XT 

I I 

t-3 h3 

VJO VP 

< < 



as as 

Cu Cu 
M M 

i i 

as \o 
co o 
i i 

CM CM 

I I 

i-3 h3 

vp vp 

< < 



as 

Cu 
CD 

I 

CM 
f-f 

X 

I 

CO 
I 

h3 













a; 




as 


as 


OS 


as 


as 


as 


Cu 


as 


Cu 


Cu 


Cu 


Cu 


Cu 


Cu 


CD 


Cu 


a 


CD 

M 


IG 


16 


CD 


CD 

M 


tH 
1 


CD 

M 


1 


1 


i 


i 


M 

1 

o\ 

Q 


1 


CM 


1 


CM 




00 




P- 


i-l 




i-l 


< 


CO 


CD 


Cu 


CO 


X 


X 


i 


i 


1 


1 

CM 


1 


1 


1 


1 












*T 


^« 


i 


i 


1 


1 


1 


1 


1 


1 


h3 


h3 


h3 


i-3 


h3 




t^ 


i-3 


VP 


VP 


VP 


VP 


VP 


VP 


VP 


VP 




< 


< 


< 


< 


< 


< 


< 



as 

Cu 
CD 

M I 

I o 

< 

I 

CM 
I 

h3 



as 

Cu as 

CD &u 
tH CD 
M 

I 

VP 
Cu 

I 



Q 
I 

CO CM 

I I 

h3 h3 

VP VP 



OS 

Cu as os 

CD Cu Cu 
•H CD CD 
I M 
r-l I 

f-i 

CQ CQ 

I I 

CM tH 
I I 
i-3 i-3 

VP VP VP 

< < 



as 

Cu as 

CD Cu 

ih CD 

tH I M 



I 

00 

a 
I 

I 

t-3 



I 

o 
I 

tH* 



I 

r- 

CQ 
I 

CO 

I 

h3 



VP VP 

< < 



as _ 

as as as Cu as 

Cu Cu Cu CD Cu 

CD CD CD »h CD 

H H H | H 

I I I O I 

cn on tH oo 

CD ca o CD CD 

i i i i i 

tH tH rH O iH 

I I I I I 

^ h3 _q _3 h3 

VP VP VP VP VP 

K < < < < 



WO 03/027246 PCT/US02/30412 

13/163 

cooor^r^r^vovDvo\D\pvDiovDinioif)intoif)ir)^ , ^T 

QJi CNOOOOOOOOOOOOOOOOOOOOO 

s 2 
© P 

•s 

IS • ohhhhhhhhhhhhhmmmcmmmnm 

g 

SI fMHHCMVOMVOVOO^VCMNOOCDCMCVJHfOHr^lOM 
IrH CO CM H (NJ (N H CM CM i-H 

a 

3 

2p£ OOO^CnVDCNCNiOrHfHCOOi-HCOVDinGOVOOOVPVO 
J w 

"5 I HfM^rnajHCjHHooOH^VDin^n^^vDH^) 
08 w l ^ m lT) t rH rH cm t— i t-n 

© r^VOf^CT»OOPOCTkCTkrHOCOCT»CMiHCMOOODa\VDO>rHrO 






Eh 


Eh 


Eh 


EH 


> 


> 


> 


> 


> 






a 




o 


FVA 


FLA 


FVA 


i 


FVA 










& 




a 


to 


CO 


Q 




>* 




>H 


>i 


s 


Cm 


Cm 


Cm 


Cm 


a 


>H 


Q 


O 


H 


cd 


CD 


CD 


cd 


CD 


CO 


CO 


CO 


pa 


CO 


a; 


oS 


OS 


os 


a: 


Cu 


Cm 


Cm 


Cm 


Cm 


CD 


cd 


cd 


cd 


cd 



Eh Eh Eh 

> > > 

a o» a 

< < < 

CO CO > 

Cm Cm put 

s s s 

Q Q 

>h >h 

Cm Cm 

Z < 

o o u 

w co co 

os os os 

Cm [24 Cm 

CD CD CD 



>H 

Cm 



Eh 


Eh 


Eh Eh 




Eh 


Eh 


Eh 


Eh 


Eh 


Eh 


Eh 


Eh 


> 


> 


> > 


£ S: 


> 


> 


> 




> 


> 


> 


> 








a a 


a 






1 










< 


< 




Cm Cm 




I 


g 




2 


& 


< 




CO 

Cm 


O 
Cm 


& £ 


§ 


Cm 


a 

Cm 


Cm- 
Cm 


O 
Cm 


Cm 






§ 


















& 


O 




Ct3 O 


CO O 


a 




pa 


O 




1 


O 


CO 


>H 


>H 


>H >H 


>H >* 










& 




>H 


>« 


Cm 


Cm 


Cm Cm 


Cm Km 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 




O 


H Z 


a O 


CO 


O 


>* 


O 


CO 


CO 


O 




O 




a O 


O O 


O 


e> 


CD 


CD 


0 


a 


CD 


CD 


CO 


CO 


Cm* CO 


C£} CO 




co 


CO 




co 


CO 




co 


oS 


OS 


OS OS 


OS OS 




OS 


OS 




OS 


OS 




OS 


Cm 


Cm 


Cm Cm 


Cm Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Em 


Cm 




O 


CD CD 


O O 


O 


O 




O 


O 




CD 


CD 



OS OS 
OSOSOSoSoSoSmOSoSOSOSOSOSOSOShhoSOSoSoSOSOS 

M W M W M M I IHfHI-IIHIHMMM I Hi l-l M M IH M 

I t I I I I O 1 I I I I I I I O I I I I I I 

©inH^nvJHcoH^n^nrovoHinvmo&H^ 
coco<am<<<mo<<CMQacMOCMWt^oco 
1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 

&HfOHCJHHHHHWHHrONNfOCM(n(n(nMH 
I I I I I I I I I I I I I I I I I I I I I I 

gaoooaoQaoooooooQQQOOOQa 



WO 03/027246 PCT/US02/30412 

14/163 

to 

| OOOOOO OOOOOrOCMtHtHr-lfHr-lrHrHiHiHfHr-lr-lfHfHrH 

B 2 

O Q 
n 

•c 

E § | CMCNICSJCNlCNICNlCNICNirorO^OOOOOOOOOOOOOOOOO 
O B i 

o 

r^ooVDrooinofsi^rocNir-^csicrir^csjr-mcgH^inHHtvjr*^ 

CM CMCMCMCMCOCMr-Ji-lfH CO CO CO CM 

c 
s 
o 

fc-ag o^^vo^coM^^)HC^n(M(M(MP^^^lnl^o^Hl^)(MOlnn 

« O I CO CO CM *-H CM CM »— 1 rH i— I CO i— C i— i rH ?— I CM rH CM CM CM H 

tt « 

O ^VDVCMOOO^^CnCNOOHCOVDHOOr^^lO^OOC^Og^H^inH 

« 6D 

.2 « i ^^f , ^^^^(Mmooo^Hmo^vD^coolr)Hlna>^^HlOco^ 

♦* H i ^^cvjncN^^rforo^f)^ cocMCMcococorocMCM «a* co oo co 



CM 
I 



0> 




o e> a 



fn £h 

> > > 

a a a 

< < rt: 

o o o 

>4 >* >H 

fa fa U-i 

a o a 

cd o o 

w w w 

02 02 C2 

fa fa fa 

(3 CD O 



Cm 



H H H 

> > > 

a a a 

< < < 

> aa 

Eli fa fa 

3 s » 

QUO 

fa fa fa 

> a co 
o cd o 
www 

02 02 02 

fa fa fa 

o o o 



H H H 

> > > 

a a o 

< < < 

a i-h- > 

b b w 

5C £C ^ 

W Q W 

>• >H 

fa fa fa 

Z 5*5 W 

cd o cd 

W W U 

02 e2 o2 

fa fa fa 

CD CD CD 



E-» Eh 

> > 

1 i 

q a 
>* 

fa fa 

e2 H 

cd cd 

w ux 

02 02 
fa fa 
o e> 



> > 

a a 

< w 

fa fa 

w w 

fa fa 

u a 

CD CD 

w 

02 

fa fa 

CD O 



> > 

a a 

fa fa 

a a 

fa fa 

sc w 

o cd 

as 

fa fa 

o cd 



I? 

> cd 
fa fa 

a a 

fa fa 
co co 

cd cd 

w w 

a: a: 

fa fa 

o cd 



H H h 
> > > 

OHO 
fa fa fa 

u 

fa 



Q 

fa 
Eh 



>H 
fa 

CO 



o cd o 



w 
02 
fa fa 



w 
as 
fa 



CD CD CD 



Q Q 

fa fa 

2 Q 

O O 

s § 

fa fa 

o o 



fa fa 

Q O 

>H >4 

fa fa 

< CO 

o o 

a s 

fa fa 

o o 



02 03 OS M 
M | M M M M I 



I 

m 

&T 

Q 



OS 

M 02 
I 

CM I 

iH CM 

05 CD 

I I 



I I I 

0\ V£> <J\ 

fa CD X 

I I 



02 

02 M 

*— I I 

I CM 

CM t-l 

CQ fa 

I I 



02 o2 02 02 02 02 
M 02 m M M »-i M 



I M 
H I 
CM 
X 
I 



I 

CM 



< 
I 



=2 o 



i t 

B B 



I 



i 

o 



< 

I 



I t 



O CQ fa Q 

I I I I I I I 

ro T ^ CM tH CO CM 

I I I I I I I 

C5 tf 0 « C5 

Q O O Q O O O 



Q 



I 



o 

U3 



I I 



CQ O 
I I 



02 02 02 02 02 

M M M H4 HH 

I I I I 

oo oo o\ th o\ 

CD O < < CD CQ 

I I 



P5 

HH 02 
I M 



02 02 02 
H H H 



I 



I I 



I I I I I I I I 



I 

I 



fa 
I 

I 



I 

CM 

O 
I 



I 

GO 
CO 
I 



I M 

=> I 

Q 
I 



I 



I I I I 



I 
I 

_ _ 

QQQQQQQQQQQQQQ 



WO 03/027246 



PCT/US02/30412 



15/163 



CM CM CM CM i—l ?— I O 



cr> CT\ 
O O 



CO GO 



00 OO <Ti 

o o o o 



l TrrocMr-VDLOkPoocT^ i 

I *T CO CO CM CO CM rH t 



e 
& 

pa 

u 

s 

o 
OS 



o i 



voooHinncrimncM 



in r-" r*" cm co 
co cm cm cm co 



in t— i cm 
co CM 



rocMCMor^cnoofOO 



o 




CA O (D 



> > 

Q W 

CM Cm 

pa a 
>< 

Cm Cm 

CO < 

e? o 

w w 

a: a; 

Cm Cm 



H Eh Eh 
> > > 

a a o 



1X4 

Q 

5M 



Cm Cm 
Q Q 

Cm Dm 1x4 

a z a 

o o o 
www 

CC CC cc 

Cm CM Cm 

id o o 



Eh H 

> > 

a a 

1X4 1X4 

3 3: 

Cm Dm 

CO CD 

O O 

a; a; 

Cm Cm 



Eh H 

> > 

a o 

3 < 

Cm Cm 

< Cm* 

Cm Cm 

O O 

O O 

w u 

a; a: 

Cm Cm 





ct as as 

M I I H H H I' H H H 
I CM CM I I I CM I I I 

CmWICOXOCmCmCmCQ 

I I I I I I I I I I 

C ^3* ^5* ^* ^* ^* ^j* ^* , <sr 

^ D> I I I III I I I I 

S *h cacacicapg cacacaca 

gfSOOOOOOOOOO 



WO 03/027246 



PCT/US02/30412 



I I 1 
I I I 




I I 
I I 



I I 
I I 



I I I 
I I I 



lilt 
I I I I 



I I 
I I 



16/163 



i i i i 
i i i i 



i i i i i i i i i i i i 
i i i i i i i i i i i i 



i i i i i i i i i i i i i i i i i i i i 
i i i i i i i i i i i i i i i i i i i i 



t i 
i i 



i i i i i i 
i i i i i i 



i i i i i i 
i i i i i i 



i i i i i i i i i i i i i i 
i i i i i i i i i i i i i i 



£fi£ OD^inrHinCNf^ininCNrHOJr^COOOVOintn^rHOrHCM^COCOCO 

pp « • ••• ••••««••••■••••••••••••• 

■gfa i c\jcNjMtMHHOoooo^o\mooco^r**r^^>\DVDTpnMOOO 

8 C5 I (MCMMCNCNOJCMCMCMNOJHHHHHHHHHHHHHHHHH 

4) 
> 

O oDLno^vr(MHnooooHVDog^(vjHVDooovo<^in<ri<T»fNjo 

cn {xC • 

.2 w i oHCMor-^cnvHincMHN^ncvjcMTO^nmHH^oocowo^ 

~ H | cgCNCMCMrHCMrHCNCMCMCNCMCNCMCNCMCMCNrHCMCNCMC^ 

(2 w 





(J3 O O 



Eh 




H 










Eh 


H 






H 




Eh 






H 


Eh 


H 




Eh fr* 


> 


> 


> 


> 


> 


> 


> 


> 


> 


> 


> 


> 


> 


> 


> 




> 


> 


> 




> > 


a a a a 




a 






a a 


a a a a a o 


a a o a a a 




< 


< 














< 


< 
















g 




< < 




o 


I 




g 


Cm 


§ 


w 

Cm 


O 
Cm 


Cm 






E 


I 


EE 




CO 
Cm 


Cm 


2 pa 

Cm Cm 


pa > 

Cm Em 




















B 










DC 








3i 








s 


5 


s 


B 


S 


g 


W 


U 




Q 


W 


a 


a 


o* a a 


pa 


a 


Q 


o a 


a a 




X 


Jh 




>H 


>h 




>« 


>h 


>h 




>* 




>h 


>H 




>H 


>H 


>H 


>H >H 


>H 


CM 


Cm 


Cm 


Du 


Du 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm E 


Cm 


Cm 


Cm 


Cm Cm 


Cm Cm 


Q 


Q 


CD 


Q 


2 


5Z 


X 


O CO 


O 


X 


a 


a o a 


2 CO 


X 


a 


X 


>h X 


Q Eh 


CD 


cd 


CD 


CD 


CD 


o 


cd 


cd 


a 


CD 


CD 


cd 


cd 


CD 


CD 


CD CD 


CD 


CD 


CD 


CD CD 


CD CD 






DJ 


W 


pa 


w 






u 


Cd 


Cm* 


w 




W 


pa 


W Q 


pa 




S 


pa pa 


Cm Cm 


as 


IX 


Ct 


OS 


as 


as 


g 


g 


a: 


a: 


as 


as 


a; 


c 


a: 


as oc 


OS 




Cm 




CM 


Cm 


Cm 


Cm 


Cu 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 




Cm 


Cm Cm 




Cm 


o 


CD 


CD 


CD 


a 


e> 


CD 


CD 


cd 


a 




CD 


a 


CD 


CD 


CD CD 


CD 


CD 


CD 


CD CD 


CD CD 



& CN 



tf OS 

OS Cm Cu Cm Cu 

Cm CD Cm 

CD M CD 

W I M 

I rH I 

h H H H 

III 

Cg CM CM CN CM 

Si -H I II II 

5 « Q O O Q Q 

JS d) ^» ^ ^* ^ 

U q pa pa ca pa pa 



CD Cm 

m CD 

I hH 

O I 

< 
i 



CC CC Cm 

Cm Cm CD 

CD CD M 

M M I 

I I T 

m a\ u 

W X I 

I I CQ 

CN CN tH 

I I I 

Q Q Q 



a: 

Cm OS 

CD Cm 

M CD 

I M 

O I 

rH 

W Cm 

I I 

CM CM 

I I 

o a 



as 

Cm as as 

CD Cm Cm 

M CD CD 
I M M 
O I I 

<H 00 Cft 

U Q Cm 
I I I 

cm ro a 
I i I 

Q Q Q 



as 

Cm OS 

CD Cm 

i-h CD 

I M 

m i 

pa co 

I Cm 

CQ I 

iH CM 

I I 

a a 



aS _ 

Cm OS 

CD Cm 

w CD 

M I M 



as 

Cm 

CD 



I 

m 
a 
i 



O I 

rH VD 

CD Cm 
I I 
CO CO CM 
I I I 

a a a 
pa pa pa 



as 

Cm 

as as cd 

Cm Cm rH 

CD CD I 

H H (N 

I rH 



I 



Cm CQ 
I I 

CM CO 
I I 



CJ 
I 

CQ 



I 

Q 
^ 

pa pa pa 



Q Q 



as as 

Cm Cm 
CD CD 



as as 

Cm Cm 



as 

Cm 
CD 



as 

CD Cm 



CD CD I n CD 



I I 

rH CM 

pa pa 

i i 

ro cm 

I i 

a a 



I I rH 



a 
i 

CM 
I 

a 



a 
i 

i 



< 
I 



I 

I 



CQ CQ 

rH rH 

I I 

a a 



i 

m 

CQ 
I 

I 

a 



pa pa u pa u pa pa 



WO 03/027246 



PCT/US02/30412 




I I 
I I 



17/163 



i i i i i 
i i i i i 



i t 
i i 



i i i i i i i i i 
i i i i i i i i i 



i i i i i i i i i i 
i i i i i i i i i i 



Sf «o * • , , 

g ft I ooo^^^rncvicM 

« S3 1 r " 1 ^ 

| 

w ooroooDVDin^inr** 

g M 

•S* I CO^^TiOcriHOOCNCM 

tt I (NHCNIHHHHOJOJ 



CM 
I 



o 

LL 



>>>>>>>>>> 

aooaooiaoiaa 

0<b}QOUUQ> 

>4>4>«>-l>4>1>l>40 



a: 
o 



i 

00 

2 -h 



=2 o 



•J Q 



1*4 



I 

O 
I 

I 

Q 



(X 



I 

03 
r-l 
I 

Q 



IX CC (X O 

Ct, Em Ch M 

O CD O I 

H H M N 



I 

CO 
U 
I 

r-l 
I 

a 



a: 



I 



I 

CM 
I 

Q 



I 

CM 
U 
I 

rH 

I 

Q 



I 



f 



rx 

PL. 



Cm 



I 



CQ CO 



I 

o 



I 

n 
i 

CM 
I 

Q 



WO 03/027246 



PCT/US02/30412 




E 
o 

U 



«h HCNjif)invDr*r s 'OOoooDODcoooo(r»cTio\a^<ri(yia^(ri(ri 

H OOOOOOOOOOOOOrHOOOOOOOOO 



H h h cm cm ro n ro cm co h n n rHcocococo^rcoco cm cm eg 



2 ^ 

■3 to . 

* o 1 



I 



IO CM 



iHiHCOOrHVOCOVO0%i-l 



-I 1— l rH CM CM CM rH CM CO CO rHCMCMCOCOCOCOCO CM CM CM 



© 

© cd 

24 



00 r-r\jHVOOHODiOHn(Ncri(n^o r )CMC^^Hc>joinhr*iomvD 



I 0) r-r-tVOiDVDr*O^COVOO^ 

1 f^cocococococococococo 



ir>r*-coo%r-o\cMVo^«r**r*r»oovDCMVO 
rocorocMrocMcorororofororHCMcocM 



4> 




cc 


O O 


Cm 




CD 


CO 


a 


CD 


O 


a 


CD 


CC 


H 






Q 


CO 


DC 


O 


CD 


> 


CD 


2 




CO 


CO 




a 


CD 




CO 


CO 


OIQ 








CD 


CO 




CO 


Cm 


i 


3 


CD 


CD 


CD 




CJ 




< 


O 


CD 


CD 


CD 


CD 


0 


CD 






CD 


CO 


CD 


> 


CJ 






i-q 


CO 


S 


Cm 


CO 


> 


CO 


CO 


a 


CO 


•J 




0 


CD 


CO 




CD 


CO 


CD 


CC 


aico 


3 


CD. 


< 


H 


CO 


Cm 


CO 


Cm 


CO 


Cm 


CO 


CO 


CO 




CC 


CO 




O CO 


CO 


CO 


CO 




> 




> 


> 


> 


> 


> 


> 




■J 


> 


> 


> 


> 


> 


0 0 01 0 a 


0 01 




0 




0 a 0 01 


ona: 


a: 


CC 


a; 


(X 


Cm 


CC 


CC 


a: 


Cm 


CC 


Cm X 


a: 


as 


FV 


FA 


FD 


FD 


FV 


FV 


r3 
Cm 


FV 


0 

Cm 


FV 


FV 


CO 
Cm 


FA 


FV 












s 


B 








3: 


§ 




S 


§ 






a 


B 




0 








CO 


0 


0 




0 










>< 










X 




>* 






>* 


>« 




>< 




Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


O 


O 


2 


CO 




O 


2 


O 


2 


2 


X 


H 


fcS 


2 


2 


CO 


CO 


Cd 


CO 


CO 


CO 


Cd 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 




X 


X 


X 


X 


X 


X 


O 


X 


X 


X 


X 


X 


X 


X 


X 


Cm 


Cm 


Cm 


>A 


> 


*1 


^ 


CO 


Cm 




Cm 


t-q 


Cm 


Cm 


Cm 


i-3 




Cm 


CO 


CC 






Ol US 


►4 


CO 


h3 


CD 


Ol as 


Om CO 


i 




> 


CO 




CD 


n 


Cm 


CO 


X 


X 


CO 


as 


Ol CO 


CC 




Q 




CO 




Q 


i-q 


< 




2 


> 


O 


CO 


CO 


as 


CC 


CD 


CD 




X 






OS 


CD 


U 


CO 


X 


O 


Q 




CO 


CD 


O 


> 


CD 


a. 




Cm 


CD 






H 


CO 


Cm 


2 


CO 




Cm 


O 




H 


Ol CO 


Ol Cm 


Ol 




O 


> 


CD 


CO 


i-3 


CO 


rH 




co OK 




H 
& C 



as a: 



as 



as 



Mt-^aSMasasaSMOSaSMosaSasctSMaSaSas 

I I HH |MMh-t I H H I H M M I— I I M M rH 



r-l O I 
i-C rH CO 
Cm CO CD 



I 

< 



rH I 1 I 



I I rH 



I 
I 

< 



I 

< 



< 
I 

CO 
I 

< 



Cm CD Cm 

t I t 

I I 

< < 



I 



X 
I 

I 

< 



Cm 
I 

I 

< 



I 

m 
a 
1 

CO 

I 

< 



I 

CO CO 



I 
I 

< 



I 

CO 

I 

< 



cjcjcjcjoocjcjcjcjocj 

CMCMCMCMCMCMCMCMCMCMCMCM 

xxxxxxxxxxxx 



I I I 

cn m en 

< x a 
1 1 1 

CO ^ CO 

1 i 1 

< < < 

u u u 

CM CM CM 
XXX 



I 

ro 

< 
I 



CO CO 

0 o 

CM CM 

X X 



I I 

cd en 

o CD 

1 1 

I I 
< < 

a u 

CM CM 
X X 



as 

•h as cc as 

I H H H 

O I I I 

h r* 

O X Cm Cm 

I I I I 

iy v ^ 

I I I I 

< < < < 

CJ O CJ CJ 

CM CM CM CM 

X X X X 



as 

m as as 

I M rH 
O I I 

rH iH IT) 

Q flQ < 

I I I 

CO CO CO 

I t I 

< < < 

uuu 

CM CM CM 
XXX 



PC 
rH 
I 

O 

Cm 
I 

I 

6 

CM 
X 



WO 03/027246 PCT/US02/30412 

19/163 

ooooooooooooooooooooooooooctict* 

O I HHHHHHHHHHHHHHHHHHHHHHHHHHOO 

© P 

■s 

* ^ oooooooooo o*o OOOOOOOOOOOOOOCMCM 

as ■ 

^o^co^oooo^voinn^mhvominroH^nvpvocoonw 
^ | oHOHHcriOHHHNforoNroinvroiOirjin^of^r-r^oovoc^ 

■o 

0 
0 

•?f to I oooHHHHH(N{NN^J(Ofnr^vv^nvovovo^^^oDa)^(^J 

PQ ^ 
u 

> 

O ^pr)H(T»CT>OnO^HO^VDlO(TirOlOr^r^CNVO<B(\nr^^OO(^CDOD 

n U • 

2 d 



H 


o 


u 


Q 


OICD 


oic* 


H 


Cm* 




CO 


Q 




a 


a; 


W 


CO 


1x4 


CO 


CO 




> 


> 






•-3 


a: 




a: 


Q 




£ 


CM 




IS 


g 


s 


O 










Cm 


Pu 


Cm 


Z 


52 


a: 


w 


Cm* 


pa 


X 


X 




Em 


> 


Cm 


< 


H 


•-3 


CD 


Cm 


a: 


PC 


a. 


a 


CD 




cd 


CO 


a: 


°. 


> 




ol 



< 


cd 


Cm 


CO 




CD CD 




cd 


OICm 


CD 


oia 


> 


a 


O 


> 




CO CD 


z 


> 






o < 


> 


< 


CD 


z 


o 


h3 pa 


cd 


z 


Q 


w 


cd 


z ^ 


CO 


CO 


CO 




CO 


H CO 


> 


> 


> 




> 


> > 


o 


o 


O 


oaiaw 


a: 


a: 




a: 


a: 


O Cm 


1-4 




g 




g 


gg 


Cm 


t 














SE 






gg 


Q 


o 


Q 


Q 


o 








>• 


>< 


>< 




Cm 


Cm 


Cm 


Cm 


Cm 


Cm Cm 


Z 


Z 




Z 


Z 


CO Z 


Id 


w 


Q 


W 


C>3 


W Cm* 


X 




X 


X 


x 


X X 


i-3 


.-3 




M 


Cm 


(J Pm 


CD 


►3 


> 


CO 


CO 




cd 


H 




a 


CO Ol 


3 


a 


Cm 


o os 


< CC 




2 


Cm* 


> 


CM 


3 i-3 


x 


Cm 


> 




CC 


> CD 


ol oicu 




cd 


n t-l 



W 


CD 


Z 


H 


< 


Cm 


CD 


Q 


< 


CD 


o 


s 


CD 


CD 




< 


CD 


CO 


CD 


Cm 


CD 


< 


i-3 


CO 


CO 




CD 


> 


Cm 


CD 


CD 


O CD 




Cm 


CD 


O 


E-« 


•-3 


> 


Cm 


OI»-3 




W 


»-3 


< 


Cm* 




U 


CD 


Ol 




i-3 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


> 


> 


> 


i-3 


> 


> 


> 


> 


> 


al o 


OIO 


O 


O 


O 


O *-3 


cc 


CC 


cj 


Cm* 


PC 


PS 


CC 


a: 


PC 


CD 




Q 




Q 


g 


a 


g 


c 


Cm 


g 


Cm 




Cm 




Cm 








g 


» 


g 




g 


g 




g 


§ 




O 




a 






Q 




X 








>• 








Cm 


Cm 






Cm 


Cm 


Cm 


Cm 


Cm 


Z 


Z 


z 


Z 


CO 


Z 




Ol O! 


CD 


w 


w 


Cd 


CJ 


Cm* 


O 


Cm* 


Cx3 


X 


X 


Cm 


X 


X 


£ 


X 


X 


X 


CD 


1-3 


Cm 


Cm 






Cm 


Cm 


t-3 


IEi 


OlH 


Z 




a: 


O 




Pfi 


O 


a 


CD 




ss 




CD 


2 


< 


►3 


a 


O 


z 






CD 


W 


CD 


< 


z 


O CD 


i-3 


CD 




CO 


CD 


z 


CD 


CO 


< 


CC 


h3 




w 


►4 


h3 


> 


Cm 


Cm 


a 


> 


CD 


Q 




< Q H CO 
i-3 > E-t CO 
CD Pd CD E-» 

w a < cd 

> < > > 

CD Pa < CD 
CO CO CO co 

> > > > 

0 o o o 

PC CC CC 

Em Em ^4 bi 
^ S 3: 

a a a 

>i >H >l 

Cm Cm Cm 
Z Z OIZ 

pa ca pa « 

XXX X. 
►fj i-3 Ol 

2 H co 

CO < Z 
2 cu H 

Z 

CD CD < Q 

01 OI> Cm 



g 

Cm 



«-3 

1 

CO 




I 

CT> 
O 
I 

S » a 

■2 4) (nj 
U Q X 















IR 








CC 




a: 


IR 


a: 


CC 


PC 


ot: 


PC 


CC 


a: 


n 


a: 


M 


M 




M 


M 


i 




M 




1 


M 


1 


i 


1 


1 


1 


1 


f-H 


1 


1 


1 


tH 


1 


CM 




CM 


CTi 


CM 


m 


tH 


CM 


to 


CM 




CM 


U 


CD 


pa 


X 


Q 


CQ 


CD 


Cm 


u 


CQ 


CQ 


CD 


1 


1 


i 


1 


1 


1 


1 


1 


i 


1 


1 


1 


m 








ro 


ro 






m 


m 


CO 




i 

< 


1 


i 


1 


l 


1 


1 


1 


i 


i 


1 


1 


< 


< 


< 








< 


< 




< 


< 


V 


O 


u 


CJ 


a 


CJ 


a 


U 


a 


CJ 


u 


u 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 



I 

< 

I 

cn 

I 



o: pc 

I t 

ro in 

X CD 

I I 

I I 

< < 

V U 

CM CM 

X X 



CCCCCCCCCCPCOCCCCCi-t 
MI-IHMI-HI-II-4HI-I I 



I 



i i 

GO V£> 

pa CD CQ 

I I I 
I 

< 

CJ CJ o 
CM CM CM 
XXX 



I I 



t 

< 



CO 
I 



cq a 
i i 

CO CO 

I I 

c5 a a 

CM CM CM 
XXX 



I 

to 
pa 
i 

I 

< 



I I 

pa cq 

i i 
co 

I t 

< < 

a u 

CM CM 

X X 



in ih 

Cm CQ 
I I 
CO 
I t 
< < 
CJ CJ 
CM CM 
X X 



06 _ 

w a: 

CM I 



i i 

CO CO 

I I 
o o 

CM CM 
X X 



WO 03/027246 PCT/US02/30412 

20/163 

O I oooooooooooooooooooooooooooo 
a 2 

o q 

•s 

il . ^^^^^^^^^^^^^^ 

g 

vDinnmcM^vop-oaooPon^HhNr^HooDinvoHVOnNr*- 
M l CNjroHCvicocsincvicnrorocorofOfororiron^fonHHC^w 

a 

9 

&BS Hcsiio^ro^Hf^ojinnminHt^omon^QONCMvcN^cn^ 

5r ••••••• 

« w I rofnH(\nrnronronrnnnron(nnfnronroroHHrorororn 

» ooooooHrnoocooHoo^in^ooinrvon^roinn^^OHio 
g u • 

•S« 1 ^x>coo>ro(^v£>^oorHf^rH»^c^r^oooDc»Of-^cy>rginr^a^oooa> 



s 

CO 




O > Q 
U O CO 

h3 o a. 
hp a. > 
< < 

O O CO 
CO CO CO 

>.> > 
010 o 

O 

m IS 

S 2S 3: 

Q Q Q 

>H J* >H 

Cxj Pm &m 

Q X 
h4 
W 

H 



CO CD Q 

u co u 

o e> 2 

q e> 

2 > > 

CO CO CO 

> 

22 Q 



CM 
OS 





U Q 



a: 










OS 


























OS 










OS 




OS 


as 


OS 


M 


as 


a: 


OS 


a: 


t-i 


a: 


OS 


OS 


cc 


as 


OS 


OS 


OS 


OS 


as 


OS 


OS 




OS 


OS 


OS 


OS 


l-C 


as 




1-1 


M 


1 










1 


M 


n 


M 




•H 




M 


M 


M 


M 




M 


1 


M 


•-I 




♦-» 


1 


»-i 


1 


1 


1 


CM 


1 


1 


1 


1 


CM 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


rH 


1 


1 


1 


1 


CM 


1 


CM 


tH 


CM 


I-i 


ID 


rH 


CO 


co 




VO 


CT> 


CO 


vo 


CM 




i-l 


1-1 


OO 




vo 




?H 




vo 




r- 


i-l 


vo 




iH 


tH 


0 


03 


b3 


Q 




W 


< 


W 




X 


X 


O 


Q 


0 


O 


X 


1X4 




O 


u 


w 


O 


< 


O 


0 


X 


O 


O 


1 


1 


1 


1 


I 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


I 


1 


1 


1 


1 


co 


CO 


^* 


ro 






ro 










co 


ro 


CO 


ro 








ro 


ro 




ro 


ro 




ro 




ro 


CO 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 




1 


1 


1 




< < 




< 


< < 




< < < 


< 






< 


< < < 




6 


<< 




d 


< 


6 






5 


ss 


u 


0 




a 


O 


O 




u 


O 


0 


a 


0 




a 


O 


0 


0 


u 




O 






O 




0 








CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 



WO 03/027246 



PCT/US02/30412 



to 

O l 
sa 5J 



E 
© 



21/163 

r- r- m 

• • • 



in n o 
• • • 

t— I i—l CM 



r— cm cr» 
• • • 
ro oo Ch 

CNJ <N 



I 



See: 

J S2 • 

i 

5 OB ■ 

a5' 









• 


• 


• 








ro 


co 






r- 


go 


• 


• 


• 


if) 


00 




cn 


ro 


ro 




0> 

e 




vc tc 



t 



I t 

VO GO 

I I 

ro ro 

< < 

« o u o 

— © <N CN CM 

U Q £ X X 



all 



WO 03/027246 



PCT/US02/30412 



22/163 



Ok 



CMCMCMCMCMCMCMcococococococococococoncoroco 



O i o 



voro^r^^OkTHcocMCMfHOOcncor^r-vDVDin^ooooo* 



I iH f-l tH fH 



(H vo co o 

r£ I *£) <=> o o i-H 
P I f-l 



o fH o oo cm r» o 



cd cm oo tn a\ go vd 

iHOCMrHCMOOO 



o h (\ n <y^ vo cm 

H V CM H H (M 



■8P3 
« o I 

Im 

► 
o 

IS' 



10 lnln^c^lco^o^covooHfMO(MintnocMHco , Q'co(DalvovOf^ 



oo ^(^iovDinc^cy>r-Hrominnc^oDcono^^HVDroNr^cnrM 



Ok 
CM 



oo^inu^roro^r^incTiror-4C3oooioroooror* 



r* m (N oo h n 





CO 





o o 


cd 


2 




CX 


cd 




cd 




O CD 


u 


w 


> 


>« 


Cm 


z 


> 


a > 


CD 


CD 


1-3 


3 


Cm 




cd 


CD 




o e? 


cd 


cd co 


&S 


CD 


CU 








CO 






CO 


0 CX 


cx 


►3 


> 


Cm 


CD 


> 


Cm 


o 


CX 




CO 


o 




s u 


CO 


CD 


CO 


CO 




Q 




cd 


CD 


w 


a 


a: 


2 cd 


i-3 




a O CO 


CO 


CO 


CO 


CO 




CO 


CO 


CO CO 


CO 


CO 


CO 




Cm 


i> 


•J 


> 


> 




M 


> 


> > 


> 


> 


i-3 


S 


> 


ooo 


o o o o o o 


aaocno 


cd 


cx 


a: 


(X 


cx 


cx 


cx 


cx a; 


ex 


IX 


£X 


ex 


CX 


< 

Cm 


FG 


Cm 


< 

Cm 


FL 




Cm* 
Em 




CO 
Cm 


Cm 
Cm 


FD 




sc 






3: 




SE 




SC 








B 


o 


Q 


Q 




Q 


Q 


O 


Q Cd 


Cd 


a 


O 


O 






>* 








>* 


>h 


Ih >• 


>-t 


X 


>h 


>h 


>• 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


CM 


Cm Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


CO 


Z 






CO 






M CO 


a 


pa 


Z 


Q 






CO 


Cm* 


Cd 


pa 


W 


Cd 


w pa 


w 


pa 


pa 


C£) 


CD 


CM 


Cm 


Q 


X 


o a 


X 


o» x 


x 


X 


X 


X 




u 


Cm 


CD 


u 


Cm 


Pu 


M 


Cm CD 


Cm 


Cm 


Em 


CO 


Cm 


CO 


CD 


O 


Q 


Cm 


CX 


CO 


a < 


O 


CD 


CD 


CO 


§. 


o co 


CD 




i-3 


H 


a 


co a 


CO 


Cm 


CD 


CD 




CO 




O 


a a 




CO 


Cm o 


CO 


a o 


> 


CX 


IH 






u 






ooo 


a 




IH 


Cm 


CX 




CD 


cd 




3 


> 




Cm CO 




% 


CO 


CO 




a 


> 


> 


CO 


CO 






< €0 




a co 


O 


5S 



Q 
Cm 



CD CD 
< CD 
CD > 
CD CX 
CO o 
O CD 
CO CO CO 
h3 > > 
OOO 
CX CX CX 

£ Cm ^ 

^ » S 
OOO 

X >H 

Cm Cm Cm 
O Z Z 

pa pa pa 
pa x pa 

Cm CD > 

o < 

cd o a 

O > CX 
•-q £ CX 
H Cm ^ 



CO 
CD 



CO *A 

Cm Cm 

U CX 

H 1-3 

CX CX 

CD CO 

< M 

> CD 

O O 

CX O 

£ Em 

& & 

O Q 

>« >* 

Cm Cm 

E-» Z 

CO O 

X a 

>h Cm 

^ CX 

pa u 

CX* 

CD *J 

y a 

c« o 



CD 

o o 

CX Eh 

CD < 

On < 

Cm O 

CO CO 

> > 

a o 

o ex 

CD 
>h 

Cm 



O 

Cm 
O O 



a 

CO 

3 



pa 
x 

h3 

o 
o 

> 

Cm 
Cm < 
Cm CD 



^ CD 

O CO 

H i-h 

CD < 

CO CO 

►h* O 

CO CO 

> h3 

O O 

CX CX 

Q Q 

>h X 

Cm Cm 

o z 

cd pa 

Cm X 

i-J Cm 

CO > 

O H 

con 

CO 
CX 



CX 
CO 



O CD 
CD Cm 
Cm 

CX X 
CO > 

pa (X 
co co 

> 

o o 

£m £ 

o a 
pa o 
cx x 

Cm Cm 
CD 
CD < 

pa cd 
o cx 



CO CD 

9 < 

cx z 

CD W 

u < 

O CD 

CO CO 

Cm Cm 

O Q 



Cm 
X 



Cm 
Z 



pa o 

x o 

Cm Cm 

CD Cm 



CJ 



pa 

CD 
h3 



• &5 

S a h 

-2 © * 











CX 




CX* 














cx* 


CX 


(X 


CX 


in 


CX 


Cm 


CX 


Cm 


CX 


CX 


CX 


cx 


CX 


CX 


Cm 


Cm 


Cm 


cx 


Cm 


CD 


Cm 


a 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


CD 


CD 


CD 


Cm 


CD 


►H 


CD 




CD 


CD 


CD 


CD 


CD 


CD 


O 


IH 
1 


M 


*— I 


CD 


l— l 


1 




1 






M 


M 




HH 


n 
1 


1 


1 


hH 


1 


i-H 


1 


o 


1 


1 


1 


1 


1 


1 




<Ti 


VD 


1 


CD 


fH 


VD 


i-H 


CO 


CD 


CT» 






VD 


CD 


rH 


CD 


X 


Cm 


X 


Cm 


Cm 


Cm 


< 


O 


0 


X 


Cm 


O 


O 


CD 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 
















f-H 


m 


CM 






CO 


CO 




1 


1 


I 


1 


1 


1 


1 


1 


i 


1 


1 


1 


1 


1 


1 


< 


< 


< 


< 




< 


< 


< 




< 


< 


< 


< 


6 


S 


U 


u 


U 


u 


O 


U 


u 


u 


u 


CJ 


CJ 


CJ 


o 






CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 



cxcxcxcXcxcxcxcx 

CmCmCmCmCmCmCmCm 
CDCDCDCDCDCDCDCD 



cx 

CD Cm 



CX _ 
Cm CX 
CD Cm 



ih CD ih CD 



HHHHHHHH I M I IH 



fH I 



Cm 
I 



< 



I 

o 
i 

cn 
I 

< 



u u 

CM CM 
X X 



I 

< 
i 

fH 
I 

< 



I I 

en 
CD co 
i i 

CM CM 
I I 
< < 

o cj a 

CM CM CM 
XXX 



I 

CM 
I 



I 

o 
I 



I 

CM 
Cm 
I 

< < < 

CJ CJ CJ 
CM CM CM 
SC 35 SC 



I 

Ok 
X 
t 



cm ro 
I l 



O 
I 

I I 

a u 

CM CM 

X X 



I 

fH CD 

0 pa 

1 I 

CM CO 

t I 

< < 

CJ CJ 

CM CM 

X X 



WO 03/027246 



PCT/US02/30412 



23/163 

n 2 1 OOOOOOOOO 

o e£ 

•c 

cLej ootnnrnfOfMHHo 

§S I CMCMCMCNJCsJCMCMCMCNl 

uE 1 
2 

HO^oor^ooovo(L 

B 
S 

2r *5 

"3 ft I cor-vovovocMcncor- 

« 03 I 
PQ 

u 

| 

go* 

PS W 



W M 

CO CO 

> > 
a a 
a: oc 




CM 
I 



o 

Li. 



cc oc DC 

MHIIMIHII— llM 
I I O I I »—l I rH I 
VOTPHHVOHMHOD 

UluQUPQUSOa 

I I I I I I I I I 
I I I I I I I I I 

Swououooooo 

•S OCMCMCMCMCNCNCMCNCN 



WO 03/027246 PCT/US02/30412 

24/163 

gfi a o ohnvo^nroHO(viHO\©^u»mnMCMHom 
U l o vp r^vovoin^^^^^cococMCMCMCMCMCMCMCNCMCNiiH 

W 1 rH 

e cv 

93 

X 

E § i ri o oooooooooooooooooooooo 

u £ 1 

m *y THOrH^^i-iioooino^o^rHvoakCNi^a^o^r-tHr- 
^iu>ocM^iocov0r^incXkCD^cDVDcor^fHr^cTi^cocMCT*^ 

S I H CM H H H H W H iH HMHHMNHHN 

e 

9 

2 iorot^i^^in^r^OGocNjCNivov0rHr^rooiDrov0«-<r~r~ 

•g fa |^HrHC\|CNICNHH\D^(\(NJ(Nlf)HU)CO^OOHOVDm(VJ 
«0 I H tH tH rH 

o — 

| 

° coo^vDr*^rr-<rk^rooa^\Doror^oor-*orocNirHOO 
« u • 

.2*1 Ol OV^H(Min(nn^^P)hf0f00DVD00HhHH« 
«H| M CM CMCNJHCnCVJCMrOCMHCNICMCVICMr^CMNCMfnCNICNJCMfM 

e2 



I 




£2 

UL 




OS 




o 


O! 




cd 


D-i 




CD 


CO 




Ol s 






u 












CO 




>< 








Ol o 




to 


o 




>-3 


Ol o 


z 


a 


co 


OS 


a 


3 


1 


CO 


CO 


o 


> 


a; 












CO 


Cm 


Eli 


Cm 


Cm 




Cm 


Cm 




Cm 


s 


s 




3: 


Se 


3c 


22 




3: 






CO 


O 


co 


cd 


CO 




CO 






>-» 


>■ 






>< 




>< 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


CD 




ol a 


Ol 


ss 


Cm 


CO 


a 


O 


Q 


u 


CD 


X 




CD 


x 


X 


x 


X 


x 




X 


X 




Cm 




> 


CO 


Cm 


Cm 




i-3 


M 


cd 


> 


Z 


> 


> 




a: 


a 


CO 


Q 


x 


CD 


o 


a. 




CO 


CO 


OS 


> 


CD 


> 


Em 


as 




a 




a 


O 


CO 


a: 


Q 


CO 


CO 


Cm 




> 


H 






CD 


cd 


Cm 


a: 


CO 


CO 








> 


CO 


Ol CO 


Q 


CD 




O 


CD 


CO 


Q 




CD 


CD 


CO 


E 


CO 


O Cm 


Ol »J 


< 


Ol 


a: 


Ol CO 




CO 


CO 


OS 


CO 


Cm 


Cm 


Cm 


Cm 






s 


% 


CD 










Jm 


>< 




Cm 


Cm 


Cm 


Cm 


CD 


OS 


CO 


CO 


CO 


os 


< 


CO 


x 




X 


X 






Cm 


t-3 




% 


H 


CD 


CD 


CD 


Cm 






H 


as 




CD 


Q 


55 


i 


as 




CD 




CO 


CD 


Cm 





CD CD CD 
CD CD 

2 oi o 

CO M CO 

S Q Q 

Cli Cm Cm 

S » S 

S w < 

X >i 

Cm Cm Cm 

Ol CD, OS 

Q OI H 
XXX 

Cm Cm Cm 

Eh < Ol 

O H OS 
H Z 

S Q CD 

CD CD > 



Son 
U O ft 



os as 
m as M as 



i 

CM 
H 
CO 
I 



I 

CM 
Q 
I 



I 

CM 

Q 

I 



as 

as *h 

M I 

I I tH 

in VD H 

X CO CD 

i i i 



as as as 



i 

< 
I 



I I 



CO 
I 



Cm 
I 



as 

m as 

I ih 

rH I 

iH «Q» 

CO CD 

I I 



I I I I I I I I I 



i 



i 



i 

CO 

Q 
I 

co 
l 

a 



£ X X X X X 



SC SC SB SB SB 













OS 






OS 




as 


OS 


OS 


as 


as 


as 


M 


OS 


as 


IH 


OS 


•H 


M 


M 


M 


M 


•H 


1 


IH 


IH 


1 


tH 


1 


1 


1 


1 


1 


1 


rH 


1 


1 


CM 


1 


CM 


tH 


CO 


CO 




in 


rH 


tH 


tH 


rH 


r- 


rH 


o 


a 


CD 


CO 


CD 


A 


< 


X 


Cm 


X 


U 


1 


i 


I 


1 


i 


1 


1 


1 


1 


1 


1 


cn 


CO 


CO 


CO 


CO 


co 


CO 


CO 


CO 


CO 


co 


I 


1 


I 


1 


I 


I 


1 


1 


1 


1 


I 


d 


0 


& 


8 


« 




C5 


C5 




0 


« 




03 


03 


03 


03 


03 


CQ 


03 


03 


CQ 


CQ 


o 


u 


a 


U 


U 


U 


CJ 


U 


U 


U 


O 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 



WO 03/027246 



PCT/US02/30412 



o i 




25/163 



V£3VX>Vr>VOVDVf>VOVOr^r-»r*-r-00 00 00 

ooooooooooooooo 



oo r- o> co oo oo 
o o o o o o o 



CO 



CO rH CM VO 



or*oorHcncnvococooorHO 



co m 



CM 



(MCMcoo\oo(MrovDHr*vor«(*)^rr^^o>v(ninw>o^ 

HCM<MO)HCMOJCMM(VJWCNjcgCM<M(NW CM M W (VI H 



£ 



« ft ! 



IS- 



o 

CO 



CMCMrHCMCOOCOOinO^Tr-IOrHVD 



© m r- 
cm eg vd 



o r- cm m cm 



CM CM CM 



rH 00 rH t— I r— 
CM tH CM CM rH 



00 



th co r- vo oo r- 



m O i-l CM V£> i-H oo 



ro <y> v ^ o\ cm 



r^r^t^cooinoor^oor^cricykr^oovo^cnovo^^vovc>*3» 

CjCMCMCMnCMCgfMCMCMCMCMCMCMCMCMCNinHCMCMCMCMCM 





8 

C 



C0 



> 

oc 

r3 

Q 
Em 

Jm 
< 

o 
x 

oi 

o 

oc 

a* 

o 



o 


CC 


Z 


Q 


o 


cd 


Z 


w 


a 


CO 


oi a 


•J 


i-3 


CD 


CO 




CO 




O 


a 






o 


Q 


< 


Q 


CO 


pc 




cd 


r3 


CD 


z 


r3 


h3 


CD 


PC 


PC 




Q 


CO 


CO 


h3 


3. 


o 


■J 


f£ 


r3 


CO 






r3 


r3 




o 


s 


r3 


CO 


r3 


►3 


S 


h3 


^ 


> 


i-3 


h3 




h3 


r*l r3 


CO 








> 




Ol > 


Ol Ol Ol o 


Ol 


Ol Ol o 




Ol Ol Ol Ol 


PC 




CO 


1 




oi a 


[1 


cc 




a 




CO 


a 


< 


Q 


CO 


PC. 


Ol 




i-3 


PC 




CO 


Q 






on co 


a: 




a 




a 


X 


PC 




CO 


PC 


C 


Ol Q 


1 

Cm 


O 


CO 




Cm 


Cm 




Cm 


Cm 


Cm 


Cm 




Cm 


Cm 


Em 


Cm 


Cm 




Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


? 










IS 


rs 


22 


IS 


3: 


IS 




3: 




3C 


s 










§ 


» 




o 






02 


Q 


PC 


CO 


cd 


CO 


O 


o 


H 


CO 




CO 






Z 








CO 


CO 








>< 


5h 


>• 




>• 


>H 




>H 


>* 


>h 


>-» 




>^ 
















Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Em 


Cm 


Cm 


Cm 


Cm 


Cm 


Em 


Cm 


Cm 


Cm 


Cm 


Cm 




Cm 


►J 


Ol CD 


CO 


>A 




< 


CO 


O 


CD 


z 


PC 


e> 


Ol < 


PC 


CO 


a 


CO 


U> 


CO 


PC 


CD 


W 


CJ 


CO 


CO 


O 




CD 


CO 


CO 


CD 




a 


CO 


co 


cd 


oi a 


PC 


CO 


Ol PC 


o 


CO 


X 




o 


Q 


X 


O 


X 




X 


X 




z 


X 


X 


X 


z 


X 


a 


X 


X 


X 


X 


£ 


Cm 


Cm 




Cm 


> 


r3 


CO 






Em 


E 


►3 


Cm 


Cm 


Cm 




Cm 


Cm 


»-3 


Cm 


t-3 


h3 






CD 


a 


> 




Cm 




e> 




cu 


CO 


H 


CD 


> 


< 




PC 






O 






CO 


% 


a 




CO 


O 


< 


a: 


Q 




< 


a 


CO 


cd 


Cm 


O 


CO 


H 


z 


CO 


h3 






< 


r3 






Cm 


co 


CD 


z 


oc 


PC 


z 


Cm 


CO 


cd 


PC 


CO 


CO 


Cm 




CO 




% 


CO 




£-» 


O 


CD 


a. 


z 


CD 


cd 


Ol 


CO 


04 


CC 


Q 


cd 


CO 


CO 






h3 


k3 






5 






O 


CO 


O 


a: 


co 


CO 


PC 


CO 


CO 


X 


a 


CC 


CD 


e> 








CO 




CO 




i-3 


r3 


r3 


Cm 


9 


a« 


Q 




CO 


Cm 


Cm 


CO 


o 


CO 


o 


< 


> 




Cm 




> 


a 


O 



^ s 

U Q 



I 

r-l 

O 

I 

CO 

I 

C5 



PC 


IR 








HI 


PC 












PC 


PC 


PC 


PC 


02 


M 


PC 


PC 


PC 


M 


PC 


PC 


PC 


PC 


PC 


1 


i 




M 


M 


i 


1 


M 


M 


M 


rH 


rH 


M 


rH 


rH 


M 


rH 
1 


CM 


o 


1 


1 


i 


rH 


O 


1 


1 


1 


1 


1 


1 


1 


1 


1 


rH 




tn 




oo 


r-l 


rH 


CM 


VD 








p* 


<T\ 


VD 


m 


CM 


X 


< 


< 


u 


QQ 


X 


CO 


CJ 


Cm 


a 


< 


X 


CQ 


Cm 


X 


Em 


< 


1 


i 


i 


1 


1 


1 


1 


1 


1 


i 


t 


1 


1 


1 


1 


1 


1 


CO 


co 


cn 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


co 


CO 


1 


l 


l 


1 


1 


1 


1 


1 


1 


1 


l 


1 


1 


1 


1 


I 


1 






8 


a 


C5 


8 


0 


8 


0 




a 


a 


e 


a 


a 


a 


a 


CO 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CJ 


O 


CJ 


U 


CJ 


CJ 


CJ 


CJ 


a 


O 


CJ 


CJ 


CJ 


CJ 


CJ 


CJ 


U 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 



PC PC PC PC PC PC 



I I 

co vr> 

Cm O 

I I 

co co 

I I 

a a 

CQ CQ 

(J O 

CM CM 

X X 



I I 

0 o 

1 i 
co co 

i i 

a a 

CQ CQ 

cj a 

CM CM 

X X 



I I 

rH CO 

e> co 

i i 

co co 

I I 

a a 

CQ CQ 

CJ CJ 

CM CM 

X X 



WO 03/027246 



PCT/US02/30412 



O i 
o H 

•s 

C8 



s 

e 
U 



26/163 



OOOOOOOOOOOOiHtH 



O O O O 



rH CM CO <T\ i-H CO 



cx> cm o co co 



O O CM CM *D 0\ i-l 



CM 



rOTrot^inin^oovoooHfO^ffiooNfN^ioinfvo 

CMCMCMCMCMCMCMCMCMCMCOrOCMCMCMCMCMCMCMCMCNlCMCM 



O 

I- ^ 
AS O I 

u 

.2 « i 

3 ^ ■ 



oooinvcvooocMCM^r^ooin^rr-cTkCMin^roiOcrkvo 
f-i i^CMCMroro^LOtninv^oooOiHOOrHCMro^r^r^rio 

fsaCMCMCMCMCMCMCMCMCMCMCMCnrOCOCMCMCMCMCMCMCNICMCM 



IT) 



cTkinro^opr^oooor-imr^t-icM 



r* ^ %n m i-* oo r* 



CO CNirOCMCMfOCNjCMrOCMCMCOOOrOCMCMCMCMCMCMCMCMCMCM 




4> 
U 



CO 





1-3 


co 


o 


H 




o 


Q 




CO 


h3 




n3 


CO 


O 




1-3 


h3 






r3, 


1-3 


s 


Ol Ol Ol Ol 






Ol 


►3 


OS 


o 


a 


w 




pa 


CO 


H 


CM- 




CO 


a: 


ai 


as 


CO 


W 


CM 








Cm 


Cm 


Cm 


Cm 




















CO 


o 


a 


CO 


o 


CO 


W 




X 










>i 




Cm 


Cm 


Cm 


Cm 


Cm 




Cm 


Cm 






O 


> 


as 




a: 


CM 






e> 




o 






a 










X 


X 






Cm 


Cm 






.-3 


Cm 


> 




CO 


o 




OS 


CO 




a 


04 


as 


o 


o 


Q 




1 


OS 


w 




as 




CO 








i-3 


s 


< 


1-3 




CO 






h3 


o 


o 




< 


a 




CO 


a: 


o 


w 


> 


a 






X 


< 





w 




CO 


*s 


a 


> 


o 


1-3, 


> 




i-3 




►3 


& 


< 


§" 


O 


a 




W 


OS 


w 


a 


Cm 


Em 


Cm 


Cm 












O 


1 


as 










Cm 


Cm 


Cm 


Cm 




DQ 


a 


CO 


Q 


a 


o 


X 




a 


X 


Km 


g 


Cm 


h3 




> 


O 


CO 




Cm 


as 




CO 


CO 


o 


r 


CO 


S 








CO 


o 


M 


§ 


O 


CO 





< Q O 

u a; z 

> > i-3 
Ol Ol O 

u as, 

< 2 ol 




a: h 



a: ps 



as 



cjHHcttfcCoiaJHttH 



MIMI I r-t M M M HI I M I 



I 

i 



o 

I 



I 

CQ 
I 



Cm O 
I I 



I 

a 

i 



i 

CM 

i 



co co co co co co co 

& l I I I I I I 
d b O C5 C5 

2 *H CQ ID CQ 03 CQ 

Snooooooo 

J2©CMCMCMCMCMCMCM 

Oqxxxxxxx 



CQ CQ 



I I 

m r* 

cq o 

i i 

co co 

I i 

3 C5 

CQ CQ 

O U 

CM CM 

X X 



I 

o 
i 



i 

CM 
iH 

t 

CO CO 

I I 

d a 

CQ CQ 

o u 

CM CM 
X X 



I 

O CQ 

I I 

CO CO 

I I 

a ts 

CQ CQ 

O CJ 

CM CM 

X X 



M I 

I CM 

rH rH 

w o 

I f 

CO CO 

I I 

« a 

CQ CQ 

U U 

CM CM 

X X 



CC PES 

M M 

I I 

co 

Cm O 

I I 

CO CO 

I I 

C5 C5 

CQ CQ 

CJ o 

CM CM 

X X 



cc cc cc as os m m 



as 

-* H 
I I 



I I I 

lo a\ cd 

a x x 

i i i 

CO CO CO 

I I I 

0 0 0 

CQ CQ CQ 

O U O 

CM CM CM 

X X X 



cm m 

Cm Q 

I I 

CO CO 

° k 

CQ CQ 

O O 

CM CM 

X X 



Q Cm 

I I 

CO CO 

I I 

« jg 

CQ CQ 

U O 

CM CM 

X X 



WO 03/027246 



PCT/US02/30412 



27/163 

OOOOOOtJOOOOOOOOO^ONOOt^ 

O ! ^|^-(^ 1 -H f -Hr-HrHrH^lrHf-Hi-lr-lr-lrHOOOO 

•s 

Q, gj^ OOOOO-OOOOOOOOOOr-lr-ICNJ^T 

| § « ^^^^^^^^^^ 

uS 1 

03rgr^CNicDoocsir-i<7k«--tcst(nvDiornrH^r>ao 

q^i tn^or-Gocoaoooa^oDooorHCMr-imcrkVor^fH 

E3i CNj<NjcMcM<MCMrgcM<MCM co m n n cn h m h cm 

s 
s 

© 

u ft 1 vDVDr-r-r»ooGoooooo^Or-iTHc\irnocorHO> 

« w I cmcmcmcmcmcncmcmcmcmcocococococmcmcsicni 
CQ ^ 

Si 

g u •••• . 

r2 ' r^r-i— (t-nvDcrkO^rHroo^oi-icsjcMrov^oooo 

ea"! NCNnfocNjcsicNinncNinronrorocgcNicNin 
tC W 





2 


< 


iC 


< 


> 


&a 


CO 


a 




CO 


CD 




g 


CD 


CO 


CD 


2 


2 


CD 


CO 


cd 




a 


CD 




z 


CO 


tC 


w 


CO 


pa 




CO 


CC 




pa 


CD 








> 


> 












Hi 


»P 


> 


♦-a 


> 


i-3 




pa 


1-3, 






o 


> 


OI OI < 


OI OI OI OI OI < 


OI 




l 


OI 




w 


(X 


CO 




a 


> 


w 


o 


S 2 




o 


OI w 


Q 






u 


Da 


as 




OI 2 


PC 


CO 


£ 


CO 


1 


£ 




pa 


CO 




CO 






Pu 




Pm 


Pm 


pM 


Pu 








Dm 








Dm 






Pm 


















n 












3: 










h3 


cd 


CD 


O 


Q 


a 




% 




CD 


Q 




1 




CO 


X 


X 


% 
















>« 




>< 




>« 


>« 




>« 








y* 












Dm 


1*4 


Dm 


1X4 


Pm 


Du 


Dm 


&4 


Cm 


Eli 


Dm 


Cm 


Pm 


Pm 


Pm 


W 


CD 


Q 




<. 


Q 




OI cd 


Q 


< 


•-a 


a: 


< 




CD 




OI CD 




>• 




oi a 




cd 


a 


X 


CO 


Q 


w 


CO 




a 


§2 


S 




X 




O 


x 


x 


X 


X 


X 


X 


X 


X 


Q 


Q 


X 


X 


o 


X 


X 




u. 


§, 


Pm 


►J 


Q 


pM 


Pm 


> 


Pm 


CO 


pM 


Pm 




Pm 


Pm 


OI »-3 


Pm 


h3 


cd 




CD 


a 


< 


a. 


cd 


a 


E-« 


> 






CD 


CD 


CO 


CD 


o 


X 


CD 


cd 


CD 


M 


cd 


W 




X 


CD 


CO 


OS 






> 


pa 




CD 


CD 


pa 






> 


2. 




OI IX 


CO 


CD 








X 


H 




pa 


>* 


CO 


IE 


a 








a: 






2 


3 


< 




> 


2 


5 


CO 


GC 


CO 








> 


CO 


cd 




CO 


CD 


a. 


CO 


Eh 


CO 


CD 


a; 


CO 


Cm 


z 




< 


< 




CM 


cd 




Q 


CD 


OS 


CO 


to 


CU 


CO 




s 


> 




CO 





H H H H I H HH f— t 
I I I I O I I I 

von^cnHCMCMoo 

QXPmUXCDCQU 

I I I I I I I I 

& i i i I i I I i 

g -H CQCQPQCQfflPQCQffl 

Sjuoauaoou 

iOCNCNCNCVJCNCgCMCNJ 
U Q XXXXXXXX 





tc 


a: 




PC 


a: 




C£ 


02 




tc 




M 


M 




M 






n 


M 


t 




1 


1 


1 


1 


1 


1 


i 


1 


1 


rH 


1 


m 


VO 




CD 




1-1 


o> 


00 






CO 


pa 


pa 


pa 


O 


< 


Q 


CQ 


a 


Pm 


< 


< 


i 


i 


i 


1 


1 


1 


1 


i 


1 


1 


1 


CO 


CO 


CO 


<n 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


1 


i 


1 


1 


1 


1 


1 


1 


1 


1 


1 


e 


G 


e 




C5 


b 


3 


8 


C5 


a 


8 


CQ 


CQ 


CQ 


CQ 


m 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


a 


O 


U 


a 


o 


a 


U 


a 


U 


O 


O 


CM 


eg 


CM 


CM 


eg 


CM 


CM 


CM 


CM 


eg 


CM 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 



WO 03/027246 



PCT/US02/30412 



c 
e 

oa 

T 

E 
e 

V 



28/163 



GO 



SI i-l 
I rH 



cm irofsiiOiO^inroror) cm o% go ro 



C o^cDrorohflDmhCDfO^trooj^H 
Sr r ** •••••• 

y * I rHOrHCOOrHrHrHrHrHrHrHrH^mo 

« O i «h 

PQ ^ 
u 

g 

2cx crk^i— ior-*cocriOOO%r-*o^cNooLOo 



° 08 

^ ^ ^ CM rH 



w I •••••••••••••••• 

~ H tnrot-n^rinvDr-mr-iDoo^roo^r- 

i-H i-H rH rH iH CM rH r-4 



0* 



a> 
GO 





QS cc cc cc 

H H H H 

I I I I 

go co m 

u b u a 

i i i i 

ro <r ro ro 

&l I I I 

CO. CO. CO. CO. 

g *H 0Q CQ CQ CQ 

5 m o o u o 

■S 0 CM CM CM CM 

UQ X S X s 





OS 




cc 








M 


tc 


rH 


PC 


OS 


hH 


1 


rH 


1 


n 


rH 


1 


CM 


1 


rH 


1 


1 


V£> 


rH 




rH 


m 


CM 


w 


e> 


&4 


Cu 


oa 


Em 


1 


1 


1 


1 


i 


I 




^« 




^» 


n 




I 


1 


1 


1 


i 

CO. 


1 

CQ 


ca 

CQ 


ca 


CO. 
PQ 


ca 

CQ 


CQ 


CQ 


u 


u 


U 


o 


a 


O 


CM 


CM 


CM 


CM 


CM 


CM 


X 




x 


X 


X 


35 



cc cc m cc cc cc 

•H rH I H H H 

I I O I I I 

V © H V VO H 

a u x o x 

i i i i i i 

^ ro tt *r ^ 

I I I I I I 

ca ca ca ca ca ca 

CQ CQ CQ CQ CQ CQ 

o u o o o o 

CM CM CM CM CM CM 

X X X X X X 



WO 03/027246 PCT/US02/30412 

29/163 

E% I OOOOOOOOOOOOOOOOrHrHfHTHrHi-IrHr^r-IrH 

en n 

•c 

© QS I 1 1 ■ r— i i— i i— I t— 1 «—1 

a 

I HHHHHtNlHHH HHHHHHOJCN}rslCNC\JCSJ(N(MC\j(M 

s 
e 

*n ^^HOHoo^inino^ro^oo(Noninin^<^vDrofvjH 

«W I lH HHHC\(NC\HH HHHHHH(N(N(NCM(N(MCJ(SJM(M 
CO NN 

u 

a> 

•-3s2 1 ^ (Nr-rrcNioonnHVDcsioHHO^oovDcor-ininr^inin^n 

« V 1 CM ™^CMCNC\lCNCSlCMT^CMCMCNCMi^rHCNCNJOJC^ 





CO o 



u ►h" cd 

cd cd cd 

> > 

< CO 05 

OK co 

Em Em hH 

cd s do 

>H S >H 

Em Em Em 

CO CD Oh 

CD CD O 
CU Q 
CO CO 

05 s 
a: h 
u < 

iJ W PC 

< 05 PS 
J ^ 



Cm 
> 

CO 
CO 



Cu w 

CO On 

> H 
O > 

2 cj 

CO CO 

U> Cm 

CD Ok 

CD CO 

a: x 

Em CJ 

a z 

O Q 

e5 oil 



> cu 

CD CD 

^ Ol 
Q M 
O OS 
Cm Eli 

oix 

Em Em 
Q O 

o a: 
ac a 



Em 
< 
H 
Q 



CD 
Em 
CD 



2 CD 



CO CO 
OlCD 
> m" 

o o 

Z CO 
05 »^ 
Em Em 

2 ££ 
O < 

Em Em 
Q ^ 

O 05 

a x 

6m Ol 
CO H 
CO Ex3 

a, < 

*C Ei] 

2 > 

CD Q 



5*5 O H 
CO Ol CO 

> M > 

OI> Ol 

W 05 CJ 

z < s 

Em Cm Em 

& » S 

CD CD CD 

>* >h >4 

Em Cm 

O CD 
> 



Em 

CD 
Q 
X 
Em 

> 



a Ol 

05 CD 

cd a 



CD 
►J 

co co cu 
H 2 U 



Ex] 



CD CD 

co a co 

01 Ol Ol 

2 W hh" 

2 oc ec; 

Em Cm 

IS S 
Q CD 

Em Em 
Cm CU 
Q Q 
X hh* 
Em >-« 
2 CD CD 
>h CD CD 
< CU a 
co Cm* CD 
05 CO 05 

* < z 



Em 
& 

Em 
CD 
CO 
X 
> 



05 Ol 

< 05 

OIO 

o <: 

< a 

Em Em 

cd a 

Em Em 
O CD 
Z > 

X o 

m 
co 3: 
CO 2 
CD co 
U5 > 
CO z 

< < 



CD CD 

CD Z 

M* ^ 

a ol 

O Ed 
OI05 

Em Em 

25 SC 

Q CO 

X X 

Em Em 

CU CD 

O CD 

X X 

»-3 Em 

CO CO 

CD CO 

Cu S 

CO > 

H CD 

05 CU 



05 
Em 
3: 



CD CO CD 
CD 05 < 
H h* > 
2, OK 
OM O 
o < 

Em Em 

CD W O 
» X 
Em Em Cm 

CO CO CD 
O CD < 

as sc ac 

OEM 

W CD CO 

CO CD CD 

Z S CD 

< CO Ol 

t-q CD cu 

CJ CD 05 



05CmCmO5o5Emo5o5 05 05 O505 
CmCDCDCmCmCDCmCmCmCmEmEm 
CDmmCDCDmCDCDCDCDCDCD 

Ml IMMIMMMI-IMM 

IcgMitoittllii 

NHHCginH(NH^hOO^ 
MQOCQCvJ<CDCQQC0EmCDQ 

I I I I I I I I I I I I 
fSiiii i I t l t i i i 

2* -H ©CQCQCQCQCQPQmcQCQCQCQCQ 
5 « MUOUUUUOUUUOU 
— Q tfCMOJCgCNJCgCNCNCNCMCVJCMCM 

UQOiXXXXXXXXXXXX 



05 








05 


05 


05 


05 


05 


05 








05 


05 


05 


Em 


Em 


Em 


Em 


Em 


Cm 


05 


X 


05 


Em 


Em 


Em 


Em 


CD 


CD 


CD 


CD 


CD 


CD 


Em 


Em 


Cm 


CD 


CD 


CD 


CD 


M 


M 


M 


M 


M 


M 


CD 


CD 


CD 


M 


M 


M 


M 


1 


1 


1 


1 


1 


1 


M 


M 


M 


1 


1 


1 


1 


CM 


O 


M 


M 


CM 


O 


1 


1 


1 


in 


vo 


CM 


VO 


M 


M 


M 


M 


M 


M 


a\ 


r- 




Q 


ErJ 


CJ 


< 


X 


X 


Cm 


CD 


W 


CD 


X 


X 


X 


i 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


i 


1 


CO 




CO 


CO 




ro 










m 


CO 




i 


t 


1 


t 


1 


I 


1 


t 


1 


1 


i 


1 


1 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 


o 


CJ 


CJ 


CJ 


<J 


CJ 


CJ 


o 


CJ 


u 


a 


u 


o 


eg 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 



WO 03/027246 



PCT/US02/30412 




30/163 



o o o o o o o 



CM rH 



ro «)voro^cgff\r^a)c\j<^ojHMnrooooo\inoh(MOHnfn 

I rOHOHHHOOVDinmmhtO^in^fOCMHHMOHOHHa! 
I CMCMCMCMCMCNCMCM^rH^CMCMCMCMCMCMCMCMCMCMCMCMCMC^ 



JSP 



^n^criininair-fOto^incNjnHCDVOH^cNj^fvicoh^^r) 



u J** i rg(MHOOoo\^h^nMn^vfnHHOoai^cocooococovo 

« W I (MCMCNJCMOJCNHHHHHfMCSlCMOJCNCNCMCSICNHHHHHHHH 



o 
o 



c^mHooou)OHkDvDaov£)GDr^^oovDTrro<DnH(\jr*^nin 



•S jj i HcgnHOHtNH^Hoco^r-vcin^cNj^H^n^H^ocNja) 

« V I CNJCMCNCMCMCMCMCMCMCMCMCMCMCMCMCMCMCMCMCMCMCMCMCMC^ 




B 




OC* Od CC CC 

U^CCCCcCcCCCoCcCtxtCCcCtxtU* 

MCDCDCDCDCDCDCDwCDCDMfH 

I H H H H H H H I Ml-H I I 

oiiiiiiicmiicncm 
Hinr^^oD^ririoDHaiaDHH 

I I I I I I I I I I I I I 
C ^ ^* ^ ^* co ^ <t n <t n pi co 
& I I I I l I I l I I I I I 

«-HCQP3CQ0QCQCQDDPQCQ0Q0QCQPQ 

Smouauuuoucjuouo 

— OOJCMCM(N(MCMMCMCM(M(>JMOJ 

-Uqxxxxxxxxxxxxx 



cc 


CC 


CC 


OS 


a: 


OS 


oc 


FR 


CC 


CC 


CC 


CC 


CC 


OC 


CC 


1X4 


1X4 




&m 




Cu 


Dm 


CD 


\X4 


Em 


1X4 


1X4 


1X4 


1X4 


1X4 


CD 


cd 


O 


CD 


o 


CD 


CD 


M 


CD 


CD 


CD 


CD 


a 


CD 


IG 


M 




M 


M 


M 


M 


M 


1 


M 


M 


M 




M 


M 


1 


1 


1 


1 


1 


1 


1 


O 


1 


1 


1 


1 


1 


1 


i 


en 


ro 






VO 


Ov 


CM 






IT) 






CO 


CO 


CM 


< 


< 


CQ 


w 


CD 


W 


X 


< 


u 


CQ 


CD 


a 


u 


a 


Cu 


i 


l 


1 


i 


1 


1 


1 


1 


1 


1 


1 


i 


1 


i 


t 


CO 


CO 


CO 










CO 


CO 


CO 


^ 


CO 


CO 


CO 




i 


1 


1 


i 


1 


1 


1 


1 


1 


1 


1 


i 


1 


1 


1 


CQ 


CQ 


CQ 


CO 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


U 


U 


O 


u 


a 


U 


u 


U 


u 


U 


O 


O 


u 


a 


U 


CM 


CM 


eg 


CNJ 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


32 




x 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 



WO 03/027246 PCT/US02/30412 

31/163 

fa | r^r-J HHHHHHHHHHHHHHHHHMCNCMHCgfOrOnn 

« g ■ 

o cl 

•c 

E S | oooooooooooooooooooooooooooo 
e pc i 

o 

in cn inorgoocMiHcovcDOJvovDininr^cMr^vovD'a'a^i^r^r^^ir 

Si in in ^o^ooooo^roovD^ioio^o^cNjCNjt^c^aonocDinor^r-iO 
I^^CMfHtHiHr-ICMrHr-lf-lf-ffHffH CM rH rH rH rH rH rH 

s 

9 

*• p6 (n^HOOh^oovooHOOinH^mHOfocomH^Mnminh 

U I « i— I i-H rH i-H tH iH rH r-l 

•••■••« 

.2 €8 I ooojvCHO(Nmvr>Hhr*ocnooo^H(NO^cMHO(Ma>fna\^ 

-JJ H | ^CMCMCMCMCMrHCMCMrHCMCMrHrHCMrHCMrHCMCMCMCMCMCM^ 





o 


a 


o 


co 


X 


cd 




CD 


CO 




a 




Ol CO 




a 


r3 




r3 




r3 


1-3 


►3 






Ol O! 


Z 


X 


Ol Ol Ol 




< 


X 


oix 


o x 


Q 


CO 


Q 


o w 




1-3 


CD 


o 


Pu 


pM 


Cn 




Pu 


Pu 


Pu 


Pu 










£S 








Q 








CD 




O i-3 


>-» 






>< 


>< 








Pu 




Pu 




Pu 


Pm 


fa 


Pu 


a, 


CD 


O Q 


CD 




pa 


pa 


a 


> 


CD 


Q 


a 


CD 


< 


a 




X 


X 




Q 


ac 




X 


Pu 


Cu 




Pu 


Pu 


Pu 




Pu 


IG 




< 


H 


CD 






1-3 


w 


O 








CO 


CO 


>* 


< 


cu 


§ 




cd 


> 




X 




Cu 






o 


CO 




oia: 


< 




a 




X 


I 


r3 


S 






Cu 




CD 





CO 


< 


O CO 


s 




U-. 


x 


w 


o 


< 


Cu 


h3 


pa 




cd 


O CO 


cd 


a: 


Q 




h3 


»-3 


CO 


h3 




w 






< 


i-3 


i-3 


Ol Ol O r3 


8 


o 


1 




OIO r3 






oia 




o 








i-3 


pa 


Si 




x 








pa 


Q 


i 


O 


CO 


Pu 


£ 


Pu 


E 




Pu 


Pu 




Pu 


Pu 






S 














s 


3 


pa 






O (X 






pa 










>• 


>< 


>* 




>< 


>< 


>* 






>« 


Pu 


Pu 


Pu 


Pu 


Cm 




Pu 


Pu 




Pu 


Pu 


a 


CD 


CD 


CO 


CD 


Q 


oi oia: 


Olco 




pa 


a 


CO 


Q 


> 


w 


a; 


CO 


u> 


CO 


ss 






Q 


X 


X 


X 


X 


X 


X 


X 


Pu 


M 


> 


Pu 


Pu 


Pu 




rH 


t3 


Pu 


Cm 




cd 




x 


Pu 




pa 


o o 


h3 


X 


Q 


CO 


cd 


OIO 




CO 






> 


O 






►H 


pa 




cd 


cd 


CO 




o 


< 


cd 


W 


CO 


PU 


o 


Pu 








co 


■J 




a: 


a: 


CO 


OK 


X 




CD 




o 


a: 




> 


ol Pu o pa co 


pa 


Si 




i-3 OlQ 



a: 

Pu 



I 

X Pu 

i i 



i 



-2 © CM CM 

U Q X X 



cc* 










a: 










X 






PS 


a: 


cc 


OS 


Pu 


X 


a: 


X 


X 


X 




Pu 


(Li 


Pu 


Pu 


IG 


Pu 


Pu 


Pu 




Pu 


Pu 




e> 


a 


o 


o 




o 


e> 


o 


O 


U> 


1 


n 


rH 


rH 


rH 


i 


rH 


rH 


rH 


rH 


rH 


rH 


o 


1 


1 


1 


1 




1 


1 


1 


1 


1 


1 




OD 


CD 


rH 


10 


rH 


vo 


CO 




rH 


oi 


U> 


pa 


Pu 






CJ 


pa 


Q 


Pu 


< 


X 


u 


Pu 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


i 


1 






CO 




m 




cn 




CO 


CO 


CO 




1 


1 


1 


1 


i 


1 


i 


1 


1 


1 


i 


1 


X 


X 


X 


X 


X 


X 


00 


X 


X 


X 


X 


X 


a 


o 


a 


u 


u 


o 


L> 


O 


u 


u 




CJ 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 


X 



X X 

Pu Pu 



I 1 

x a 
i i 

CO co 

i i 



X X 



X 

Pu 



X 

Pu 



r- m 

X Pu 

i i 

i i 

x x 

a o 

CM CM 

X X 



X 
X Pu 

pu e> 

O rH 

rH | 

I rH 

rH rH 

O Q 

I I 

«<r co 
l I 
X X 

u a 

CM CM 
X X 



X 

X Cm 

Pu U 

a n 

rH I 

I O 

r- rH 

a a 

i i 

CO co 

i i 

x x 

a o 

CM CM 

X X 



X X 
Pu Pu 
CD CD 



X 
X Pu 
Pm CD 
CD m 



M M rH I 



t I 

CO rH 

pa u 

I I 

^ CO 
I I 

x x 

u o 

CM CM 

X X 



I 

c\» 
CD 
t 



< 

I 

«T CO 
I I 
X X 

a u 

CM CM 

x x 



X 

X Pu 

Cm CD 

CD rH 

rH I 

I CM 

lO rH 

CD Cm 

I I 

I I 
X X 

a o 

CM CM 
X X 



WO 03/027246 PCT/US02/30412 

32/163 

m 

e 

e 

to 

CB 

D- OS HHHH(MM^^5finin\0W\0\0^hCD 

p p I • ••''•«.... 

§ b I ooooooooooooooooooooo 

u E 

n n h r- ooHNinooo^Hco^inincm 

el n 10 n cm a) v£>v£>or*-tocvjroiHCMcsjooioa>^»o 

I CS|HHHrOH(\nHH tH en CM CO CO 

•a 
a 

9 

© 

U^JI ^OrHi-Hr^'TChCNI^Tr-CSlVOCNi-HTHOVO^CNlVO^r 
« W I rH CM CM CN CM 

CQ 
u 

> 

® ^o^H^cnoDoomoMOMNhorooonh 

«k Si • ••••• t • » ■ 

1 ^^o^rmoor^rHmp-CMa^oc^ovoocxir^r^r* 

« ^ I CMCM^COCOCMCOtj<CMCMCMCOC\I CM CO rH rH CO CO CO 





a < o 

> a 

CU CD PC 

Z S CD 

cu o cd 

Hi O > 

2 i-q m 

2 a, < 

to aia 

x co co 

h3 Cm Cm 

Ol IS SB 

U O (X 

Cm fcu Dui 

S O 

woo; 

>H > Q 

Cm CD O 

O w 

H DC C/) 






cc 




a 


Q 


cd 


a 


CD 


CO 


Oi 


3 




a: 


CD 


CD 




CO 


a 


a 


CD 




> 


a 


oi 


O 




CD 


co 


CD 


CD 


PC 


> 




l-H 




i-3 




> 


> 




< 






H 


CO 


CO 


a 




O 


B 


co 


Cm 


Cm 


Cm 




CM 


% 






IS 








co 


X 


co 




s 




5m 








Cm 


Cm 




a 


CD 


PC 


Q 


H 


oi 


PC 


i-3 


CO 


cd 


Q 


x 




£ 


CD 


t-q 


CD 


3 




CD 


CD 


O 




X 


oc 


PC 


s 


CO 


s 





IR 






HI 




HI 


HI 






PC 


PC 


-IR 




-IR 


PC 




PC 


PC 


PC 


PC 








HI 


HI 


n 
1 


n 
1 


HI 


rH 
I 


IR 


rH 
1 


rH 
1 


rH 
1 


1 


1 




PC 


1 


PC 


i 


1 


i 


1 


o 


CM 


CM 


1 




rH PC 


i 


CM 


rH 


O 




CO 


PC 


GO 




rH 


CTk 
























rH 


co 


M 




< 


rH 


X 


PQ 


Cm 


co 


co 


U 


O 


CO 


CO 


CQ 1 


< 


CD 


u 


U 


0 


1 


1 


1 


1 


1 


i 


1 


1 


i 


1 


1 


1 


1 


i 


1 CM 


i 


1 


1 


1 


1 


CO 


VD 


CTi 


co 


CO 




CO 




CO 


CO 


CO 


CO 


CO 


CO 


co CD 


CO 




CO 


CO 


CO 


1 


Cm 


Cm 


I 


Cm 


i 


1 


1 

CO. 


1 

CO. 


1 


1 


1 

ca 


1 

ca 


1 

ca 




1 


1 


1 


• 


& < 


ca 

CQ 


1 


1 


a 


1 


8 


8 


ca 




8 i 


8 


0 


cs 


8 




ro 




03 




03 


03 


03 


0) 


CQ 


CQ 


CQ 


CQ 


03 


CQ 1 


CQ 


CQ 


CQ 


PQ 


•H CM 


CM 


1 


1 


CM 


1 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM X 


CM 


CM 


CM 


CM 


m w 


CO 


VD 




CO 


h3 


co 


CO 


CO 


CO 


co 


CO 


CO 


CO 


CO 


co 2 


CO 


CO 


CO 


CO 


0 o 

Q CM 


o 


PQ 


CQ 


o 


V£> 


o 


O 


o 


o 


o 


o 


o 


o 


o 


O 55 


o 


o 




O 


CM 


M 


M 


CM 


< 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM SZ 


CM 


CM 


CM 


CM 



WO 03/027246 PCT/US02/30412 

33/163 

Q£ CMf-H«-«|f-lrHrHi-IOOOOOOOOOOOOOOO<n0\ 
« 1 

g£ CTl (Tl (Tl OtOtOtOOOOOO'OOOO OOOO OtHiH 

§§l OOOOOOOrHi^r^rH^fHTHrHf^rHfHr-IrHf-IiHrHrH 

uE ■ 
2 

mroi-tr^oioair-r^r^r-ocMr^^rvooDVOi-HVO^noooot 

S i Hfn^ovinin^ooocviNMfotnvinhvoD^WH 

l rocvjNfO^f^rocNinnconnrnrorornrofo ro co cm co 

■o 
a 
s 

2 p£ J\Or0OHM\D000Ji0^rjhOff\<^(MOQ0^OH\DO 

g i vocNr^cxicMrorHOiHOororocMro^^vDin^oorovo 
u 

| 

2 CD 

•2W| inH(\i^n(^oD^i/)U)cD^ i ^ i i>'TCDr'Ocnr f )^P r i'T(^ 

S w 



CM 
I 

o 



I 

if 

a- i 



O < U O 

CO CD Cm Q 

h5 < Q 

□C CD 

u o a 

^ O H 

£ £ * 



CD 

a 
z 

S 



^ a q cd 

o ^ < a: 

Cm Cm Cm Cm 

^ S S S 

CC CO o z 

5H >« >i >H 

Cm Cm Cm Cm 

CD CD CD W 

o a: < a 

H 2 Q O 

O X OJ ^ 

s h en o 

H m > 2 



CD CO 

a cu 

CD CO 

> < 

CD W 

< cd 

> > 
CC CO 

Q < 

Cm Cm 

Se s 

O CO 

Cm Cm 

CD O 

CO CO 

CO Z 
OS 

HH Z 

a < 



> 


CO 


CD 


& 


a 


Q 


< 


Q 


> 


CD 


CD 


o 




CD 


CO 


Cm 


CD 


O 


CO 


CD 


W 






Cm 




z 


H 


CC 


a 


O 


CD 


Q 


t*S 




ss 


Q 


H 


i 


< 


> 


CO 




CO 


S 


H 




CO 


CO 


CO 




CO 


Q 


a 


CD 


Cm- 


CD 


W 


CD 


CD 


H 


CO 


en 




CD 




O 


CD 


CD 


*S 




a; 


a 


> 




§ 




i 


►J 




< 








> 




a 








h3 


> 


a 


> 


o 






Q 


w 


CO 






O 


CC 




a 




5 




Q 






Q 




Q 


CO 


W 


a 


S 


M 




Cm 






Cm 




Cm 


Cm 


Cm 


Cm 




Cm 




JS 




3c 










5 




Sc 


§ 




CO 


i 


a: 


W 


OS 


CD 


Q 




w 


Cx3 




w 








Jm 




>* 








>< 


X 




Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


CD 


cu 


CD 


CD 


CD 


H 


a 


W 


CD 


CD 


CO 


CD 


O 


a 


>< 


CD 


CD 


a 


H 


as 


CD 


H 


a 


CO 


z 


Cm 




to 


CO 


a 


SC 


a 




CO 


CD 




OS 


CD 




> 


S 


H 


Q 


a 








CD 


a 


CO 


CD 


CD 


z 


CD 


> 






> 


1 


Z 


s 




CO 


a 


Q 


as 


H 


CD 




CD 




CO 




CC CC CC CC 

Ml I M M M M I | M 

I CM O I I I I (M H I 

Q<QCD£mOi<U&3&3 

II I I I 1 I I II 

ro ro ro ^* ro ro *y 
l I I I I I I I I I 

pQCQCQCQCQCQCQCQCQCQ 
2-HCNJCMCN<NCMCNCNCN|CNCM 
g«WWCdWCx3Cx3Ci3WWW 

^0oooooooooo 
UQcmcmcncncnicmcnicncnoj 



as as 





CC 


as 


as 


as 




as 


CC 


as 




as 


as 


a: 


as 


1 


•H 




IH 


M 


1 


M 


M 


M 




M 


M 


M 


M 




f 


1 


1 


I 


O 


1 


1 


1 


as 


1 


1 


1 


1 


iH 


vo 




00 


m 


i-H 


r- 


LO 


o\ 




CM 


CM 


CM 


V£> 




Cm 


s 


Cm 


O 


CO 


U 


a 




1 


CJ 


CQ 


CD 


X 


1 


1 


1 


1 


t 


1 


l 


i 


i 




1 


1 


1 


1 












ro 


m 


ro 


ro 


t— » 


CO 


CO 






1 


1 


1 


1 


t 


1 


1 


l 


l 


Cm 


t 


1 


I 


1 


8 


8 


8 


8 




8 


8 


8 


8 


1 


8 


8 


8 


8 


CO 


CQ 


0 


CO 




CQ 


CQ 


CQ 


CQ 




CQ 


CQ 


CQ 


CQ 


CN 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


1 


CM 


CM 


CM 


CM 


CO 


W 


W 


w 


w 


W 


ux 


Cm* 


W 




Cm- 


W 


W 


Ci3 


o 


o 


o 


o 


o 


O 


O 


O 


O 


VO 




o 


o 


O 


CN 


CM 


CM 


CM 


CM 


CN 


CM 


CM 


CM 


< 


cm 


CM 


CM 


CM 



WO 03/027246 



PCT/US02/30412 



34/163 

i t 

QDi oooooooooi 

c g 
© P 

x 

Ef P I 

g 5 I i-ti-Hi-li-lrHi-ti-tCOCO I 

g 

ro r- o o cm co 
i 

SI CMC\|U->CT><y*CDir>rHCT> I 
n n n n n h n i 

a 

§ 

gV fl£ H H CT» f-l PO CO CD CM CM 

7 f f I ••••••••• 

y * i mvor-cMTi-icnvDCMi 

« U co co co co cm cm co l 

> 

w hmco^ooofo^m 

S M | ■ • • • 

•2 * | OOlOCOCOGDCOCOCMCO I 



CO 

I 

O 
O 



i 

u % 

9 Cm 



cd a 

CD 3: 

O CD 

Q < 

> CO 

o a; 

^ >-q 

n O 

Z Q 

CO W 

as 
g 

Q 
Z 

CO CO 

oc a 



I 

Q 



w 

Z Q 

< < 

CO cd 

as cd 

< a 

W CO 



a a cd 

CO OIOI 

w « a 

^ Eu Em 
? sc g 

> Q Q 

w >h :h 

O Em Pm 



CM 



Cm 

►J 
cd 



Em 
cd 

CD 

a 

CD 
CO 



z 

H 

O CD, co 
>h OK 

H CO 

a 



CM 

CO 



a cd 
u h a: 



CD 
2 

CO 

> 

Q 



CO 

x 
> 

as 

OH 

Q 

Cm 

I 

Cm 

< 

CO 

a. 



u. 

Q 

CO 

H Q 

s >* 

Cm Pu 

3: Cm 

W > 

X O 

Cm i-q 

CD CD 

CO CD 

M OC 

CD O 

oi z 55 
co co as 



as as as as as 



i i 
m co 
X CD 



I I 



as m 

M t 
I 



I 

I 

C5 



l 
I 

8 



i as 

V£> H 

a w as i 

i i h m 

ro ^ l D 

i i m i 

b C5 Q <n 

CQ CQ CO 0Q CO I I 
g^CMCNlCNCMCNCOinCNICM I 

•50 O O O O O iT) CQ O O CQ 

UqcmcncncmcnX^cmcmm 



X 

I 
I 



vd i-i as 

CD X M 

I I I 

^ CD 

I I CD 

ca ca i 

CQ CQ 



WO 03/027246 



PCT/US02/30412 



35/163 




2! 



CM 



i 

e 



(2^ 



m 





i— i 
I 



al 



Cm 
I 

I 



CM 

a: 



WO 03/027246 PCT/US02/30412 

36/163 

go roo^ooin^ronooo^inin^vnroHOO'icooor'VOin^^'ro 

s 2 

•a 

O. 

| i I oooooooooooooooooooooooooooo 
I vvvvvvvvvvvvvvvvvvvvvvvvvvvv 

vo ooio^cgcNjo^noDf^Hmo^Hoor-oo^'TnHHOvDawoooo 

•o 
a 

9 

£ fit* cn cri^^QooHm^^oooaiooo<^ooHO^ooo^ooo 

SPS 

O * I OOOOOT-»rHOOOf-Hi-Hi-rOOt-HOi-Hi-Hi-H«-IOOt-HOf-HrHrH 

* O I 

ffl « 
hi 

| 

w bt • • • •••••••••••• 

.2 « • ^HOHHm^fno^HfgnMHHro^vo^^vonoorgHfOinn 



CO 

CN 
LL 



co > 

uu, 
oi gi 

•J ^ 

Cu CO 
H < 
CO O 



0 O O 
CO < CO 
UU U 

01 OI OI 

o o o 

b 

OC i-q i-q 

co co co 

< < < 

o o o 



^5 S £ S 2 



CO U3 

co w 

> > 



h) J ^ 

co to co 

CO CO CO 

^ i-3 > 

> > > 

u o u 

^ ^ ^ 

a x sc 




0 o a 

< CO CO 

u u u 

01 OI OI 

e> e> e> 

U« Em Em 
^ ^ ^ 
CO CO 

rtj rtJ s 

CD O O 

Cm S Cm 

OS h5 

CO CO CO 

CO CO CO 

> > > 

u u u 

i-J h3 >A 

o o z 



I I I I I I I I I f I I I I I I I I I I I I I I I I I I 

(^HHrfif)niT)t^H^»(nro^roj^r^ , HC^vocoinin^<NivDr»co[ s * 

Sff]QQUX<Q<a;ri;0Q<QU{QUOO<Offlb<P3SEO 

I I I I I I I I I I I I I t I I I I I I I I I I I 1 I I 

ill i i ii i i i i ii til i ill i i i.i l I II 

8 m j ^ !— i ^ , 4 j ^ ,_| | ^ T— | ^ |_| ,__| i— ( ,_| «-H «-H i— I * iH 

j2 C OD CD CD OD CD CO GO GO 00 00 OO 00 00 GO GO CO CO 00 00 00 CD 00 GO 00 GO GO GO GO 



WO 03/027246 PCT/US02/30412 

37/163 

M £M | ro co n ro ro n ro ro ro ro ro ro roronronrororofo ro ro ro co ro ro co 
o g 

X 
« 

E r;: ". | oooooooooooooooooooooooooooo 

i vvvvvvvvvvvvvvvvvvvvvvvvvvvv 

^ i a^vcinr^in^cNicoHio^vDVDin^^ininfor^oin^vr^cNjvovo 

p i m co ro ro ro ro ro rorororonroforonforonfOr r )forot r )fnr r )( v )f r ) 

S 

£ ^OOOOOCnr-IC^OOOOOOOOOOOcnOOOrHCnTHrS 

y-s 

i 

° vr>cx>CNi^^cN^ooin^ro^rHVDOi-HfH^*oooooo%r^^roor^ 

M ox • • • • 

.2 * i ^roniO(Nn^vcoH<NincgfOHonncsi©»fOfnojino^fo 

tj H i ro ro ro ro ro ro rsi rororororororofOrorororocsjCM ro co co ro ro ro ro 

<2 ti 



CM 

CD 

CM 

O 



CO 

u 
►I 

CD 
fa 

r3 



ld o 

CO CO 

o a, 
o«l oil 
cd cd 

fa fa 

r3 1-3 

CO CO 
CO & 

cd cd 

£g 

w w 



cd cd o 

CO fa CO 

u o o 
oi oi oi 
o oc a 

fa fa fa 

CO CO CO 
CO < CO 

cd cd cd 

s s s 

WWW 
WWW 
^ ^ h4 
> > > 

u u o 
^ ^ 
a >-« x 



q cd 

CO CO 

u o 
oi oi 
cd <c 
w w 
«-q ^ 

CO CO 
< CO 

cd o 

gg 

h3 i-3 

W W 

W W 

.-3 r3 

cd > 
a o 
h3 r3 

fa X 



CD O 
CO CO 

o a 

OIQ 
CD CD 

fa fa 
1-3 1-3 

CD CD 

gg 

r3 OI 

w w 
w w 

M i-3 

U cj 
»-3 f-3 
cu x 



a co 

CO h 

0 CJ 

01 OI 

cd cd 
fa fa 

h3 ^3 

cd cd 

gg 

h3 h3 

W W 

W W 

i-3 h3 

> a 
o a 

•-3 i-3 
CM Q 



0 CD 
CO fa 

cj u, 

01 OI 
S CD 

fa 

.-3 i-3 
CO CO 

< < 

CD CD 
o rH* 

u: w 
w w 

i-3 i-3 
> > 

a a 

rH* i-3 
O X 



CD CD 
co co 

0 CJ 

01 OI 

a a 
fa fa 

r3 i-3 

CO CO 

gg 
gs 

t-3 h3 

W W 

W W 

i-3 h3 

> > 

CJ cj 

i-3 i-3 
X X 



CD CD 
CD CO 
CJU 
OI OI 
CD CD 
fa & 
r3 O 
CO CO 
> < 
CD CD 

gg 

*-3 r3 
W W 

w w 

i-3 i-3 

5b 

i-3 i-3 
fa X 



CD CD CD 
CO CO fa 

uu u, 

OIO OI 

cd < cd 
w w 

<: co 

CD > 
CD CD CD 

£ £ £ 

O r3 r3 
WWW 
WWW 
h3 h3 rH* 
> > > 

o u o 
2 oix 



cd cd 

CO CO 

OI OI 
CD CD 

fa fa 

O i-3 
CO CO 

gg 
gg 

i-3 i-3 

w w 
w w 

gg 

CJ CJ 
i-3 i-3 
>• X 



CD CD 

CO CO 
UU, 
OI OI 

CD CD 

fa fa 

i-3 DC 

CO CO 

!> < 

CD CD 

OtS i-3 

W W 

w w 

i-3 h3 

> > 

O CJ 

^ i-3 

X CU 



CD CD 
CO CO 

u u, 

b W 
h3 i-3 
CO CO 

gg 

gg 
gg 

W W 
i-3 h3 

58 

h3 h3 
X X 



CO CO 

CJ o 

X OI 

CD O 

1x4 Cm 

i-3 t-3 

CO CO 

H W 

CD CD 

gg 

OM 
W W 

w w 

i-3 h3 
n > 
U CJ 

S3 



I 

< 



2 -h iO 
U Q 





a: 


oc 










PC 






PC 


PC 


as 






04 


M 






PC 


PC 


a: 


M 


PC 


PC 


rH 


•H 


PC 


PC 


M 


1 


1 




l-H 


h-i 




1 


rH 


rH 


1 


1 


M 


rH 
1 


rH 
1 


1 


CM 


o 


i 


1 


1 


1 


CM 


1 


1 


O 


CM 


1 


ro 


i-t 


t-H 


ro 


VD 


iH 


CO 


rH 


ro 


CM 


rH 


rH 


CO 


CM 


CO 


a 


m 


CD 


W 


w 


Cu 


CD 


X 


CD 


CJ 


w 


< 


0Q 


03 


CJ 


i 


i 


1 


l 


1 


1 


1 


1 


I 


1 


1 


1 


1 


1 


1 


ro 


ro 




















CO 


CO 


ro 


CO 


I 


I 


1 


1 


1 


I 


1 


1 


1 


1 


1 


1 


1 


1 


1 


m 


if) 


m 


in 


m 


m 


m 


m 


in 


m 


m 


m 


m 


m 


m 


rH 










rH 


rH 








rH 




rH 


rH 


rH 


CD 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CD 


CO 


CO 


CO 


CO 

Em 


Cu 


w 


W 




Cm 


W 




w 


Em 


Cm 


Cm 


Em 


Cm 


Cm 



PC PC PC 



I 



I 

CTi 
Em 
I 



I 

CO 





PC 






PC 


PC 




PC 


PC 


PC 


rH 


PC 


PC 


rH 


rH 


PC 


M 


rH 
1 


rH 


t 


rH 


rH 


1 


1 




1 


1 


CM 


1 


1 


o 


rH 


1 


o 








CD 










rH 




w 


W 


Cm 


CJ 


Em 


a 


w 


< 


A 


1 


1 


1 


1 


1 


1 


i 


1 


1 








CO 




ro 




CO 


CO 


1 


1 


1 


1 


1 


I 


i 


1 


1 


m 


m 


m 


m 


m 


in 


m 


m 


m 


rH 


rH 


rH 


rH 


rH 


rH 


rH 






CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


fa 


Cm 


Cm 


Em 


Cm 


Cm 


Em 


Cm 


Em 



WO 03/027246 



PCT/US02/30412 



38/163 

Oh (>jr^o^r^r^^«^^^rorgoocr>r^U3ino^Tro^cTkGoinoir>to 

fa 

e m 
© Q 

s.g i H . i H . i m 11 H . H . m m i H . i H . i H . H . H . N . 

E ^ | ooooooooooooooooooooooooooo 

OR i vvvvvvvvvvvvvvvvvvvvvvv 

U fa 

S2 

^in^fOCMHincorocor^v^inHvoio^rovvoooooovoHN 

a 
0 

£ rV OOOOOOOOOOi-HCSIf-HOCgrHOTHi-tOCTkOCykOOOr-t 

Jfr 8 • • * • • * * : • • •*•'_:_:•••*:••• 

■3 fa I ^^rHrHrHrHrHrHrHrHrHrHrHrHrHrHrHrHrHrHOrHOr*rHrHrH 

P5 
u 

> 

0 ooo^^onooo^^fn^HVOH(^^o^^(n^^{N^^cr^vf00^mlnln 

« u • • 

.£ 08 1 HHfsitNroroHforo^fOVDnht^fviHrnoa^HC^CNivoroinn 

^ 1 rr){r)nrocsifO(^(^(Oc\]PororO(Nrorn{^rorocsnHH 

(2w 



CO 

CO 

CM 



(!) 



o 

w 
6 

fa 
►3 



CO co 
DO, 

01 01 



a 


0 


fa 


fa 


►3 


r3 




CO 




< 


0 


E 


e 

cc 


•J 


w 


w 


w 


CO 


h3 


h3 


> 


> 


U 


u 


h3 


r3 


OS 


fa 



0 w 
co fa 
uu 

fa fa 

PC h3 
CO CO 

o < 

gg 

r3 01 

W W 

w w 
r3 a 

> r3 

U O 

r3 .-3 

CO X 



000 

CO CO CO 

o u u 
01 01 01 
o o u 

fa fa fa 

r3 a: >-3 

CO CO CO 

< < < 

000 

2 § 2 

W Ei] Ed 
W W W 
^ ^ Hi 
> i-3 > 
DUO 
.-3 *3 *3 

x a :h 



000 

CO CO CO 

u u a 
co 01 

fa fa fa 

r3 h3 i-3 
CO CO CO 
< < W 
OOO 
S3* 

fa t-q fa 

aia ^ 
www 
www 

♦-3 r3 i-q 
> > > 

000 
1-3 r3 ^ 

SOS 



000 

CO CO < 

o a o 
ai 01 01 
o o e> 
fa fa fa 
>a x ^3 

CO CO CO 

< < <c 

ggg 

^ ^3 ^1 
WWW 
WWW 

^1 ^ ^ 
> > > 
000 

X fa X 



< CO 

on 01 

a 0 

fa fa 

h3 r3 

CO CO 

< < 

2 Em 

r3 r3 

w w 

w w 

1-3 r3 

> o 

u u 

.-3 r3 

a x 



CO CO 

a o 
ai 01 
o o 
fa fa 

i-3 r3 
CO CO 

w < 



1-3 >-3 

w w 

w w 

i-3 r3 

> > 

o a 

•-5 h3 

x oc 



C5 O 
CO CO 
CJO 
Ol Ol 

e> a 
fa fa 

r3 
CO H 

gg 

«-3 

w w 
w w 

t-3 1-3 
•H > 

0 a 

r3 i-3 
PC X 



CO CO 

a a 

01 ol 
u> o 
fa fa 

2 i-3 
CO fa 

gg 

i-3 k3 

W W 

W W 

►3 > 

fa rH 

o a 

h3 i-3 
X X 



< o a 

CO fa CO 

00 u, 

01 >H 01 

< pc o 
fa fa fa 

OM 
CO CO to 

< < < 

000 

see 

h3 *-3 i-3 
WWW 
WWW 

a u u 

^ t-3 h3 
X Z PC 



e> u> q 

fa CO CO 

uuu 
01 OIX 
000 

fa fa o 
i-3 i-3 i-3 
CO CO CO 

< < o 

2 2 2 

i-3 i-3 PC 
WW** 
W W U> 
f3 i3 »3 
> > > 

000 

t-3 t-3 
fa Z O 



OS 

M 
I 



as 



fa 
1 



1 





PC 








PC OC 










PC 




PC 






PC 






PC 


PC 


l-l 


PC 


PC 


PC 


r-l M 


PC 


PC 


PC 


PC 


rH 


PC 


rH 


PC 


PC 


rH 


PC 


PC 


rH 


M 


1 


M 


l-H 


H-i 


1 1 


•H 


hH 


rH 


rH 


1 


rH 


1 


rH 


M 


1 


M 


M 


1 


1 


rH 


1 


1 


1 


CM CM 


1 


1 


1 


1 


rH 


1 


rH 


1 


1 


rH 


1 


1 


O 




rH 


CD 




GO 


i-H t-H 




CM 


a\ 


CN 


rH 


rH 


rH 


VD 


as 


rH 


CM 


cn 


rH 


< 


a 


a 


s 


a 


O O 


fa 


fa 


CQ 


X 


W 




< 


fa 


0 


a 


O 


0 


X 


1 


1 


1 


1 


1 


1 1 


1 


1 


1 


t 


f 


1 


1 


t 


1 


1 


1 


1 


1 


CO 




CO 






CO 




^» 


ro 








ro 




ro 


ro 


*r 


ro 




1 


1 


1 


1 


I 


1 1 


i 


1 


l 


1 


1 


I 


l 


1 


1 


I 


I 


l 


1 


in 


in 


m 


m 


m 


m in 


m 


in 


m 


m 


m 


m 


m 


m 


m 


m 


m 


m 


m 


cH 




rH 


l-H 


t-H 


i-H «-H 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


GO 


00 


00 


OO 


GO 


OO CD 


CD 


0O 


OO 


OO 


OO 


OO 


OO 


OO 


CO 


CO 


CO 


OO 


CO 


fa 


fa 


fa 


fa 


fa 


fa fa 


fa 


fa 


fa 


fa 


fa 


fa 


fa 


fa 


fa 


fa 


fa 


fa 


fa 



PC PC 

rH rH 

I I 

ro m 

fa fa 

1 1 

I I 

m m 



PC PC PC m 

H H H I 



I 

rH 
X 

I 

^» 

I 



I I 

m in 

w x 

1 1 

l l 



o 
I 

ro 
I 

in in m m 



U4 fa fa fa 



PCT/US02/30412 




39/163 

p£^i-4*-1r-11>40sICOxrUl Iff KO V0 O O IT) 00 

Sioooooooooooocmcmcmvo 



HrooMnoooo\\ooooDM/)ir)^H 

cP 

■iorsicoooin^ro(N(N(NHHoooo 



r^or^ocoococoocnocMOoinco 

2^ HHH ^ HHHHHiocv,cg(N,f>jvo 



IV Oh 00 POrHiO^OOOVOOODOr-OOOO 
Sr • ♦ • • • 

« W H H CM 

PQ ^ 

> 

g CUD •••• 

•-(JjoinfooinfOfonvDwoohOh© 
ejfTfOrofonnmroHHOifnro cm i-h 

0S W 




O O OS 

CO tu CO 

u u u 

>« Jm Q 

o o o 

w co o 

i-q a; H 

co co <J 

CD > CO 

o a o 



CO 
Cm 

hi 



ai w 
hi hi 

Cm o 

uuu 
^ ^ ^ 

CU Cm CU 



i-3 

CM 



a o 

CO < 

0 o 

CD Cm 

hi hi 

co u 

cd < 

cd cd 

CD 3E 

Em E 
hi hi 

u =«= 

01 w 

hi hi 

> > 

u u 

hi hi 

04 o 



a o o 

CO CO CO 

o * cj 

cd o cd 

Cm Eli Cm 

^) J 
CO CO 

< < < 

> cd cd 

OSS 

CO > CO 

h3 J ^ 

a w w 

hi hi hi 

cd > cd 

o a u 

hi > >H 

Cm oi Cm 



a cd cd 

>H co < 

u u o 

cd cd cd 

Cm Cm h3 

hi hi hi 

> CO Eh 

< < < 

ODU 

W S S 
hi hi 

u cd 

CO > 

hi hi 

CD > W 

a a a 

hi hi cc 

cm x a 



O CO 

CO CO 

u a 

z x 

cd cd 

ct; cm 

hi hi 

CD CD 
OIS 

CO hi 

s w 

cd a 

a b3 

u u 

s w 



o 

CM 

CD 



8. 


ex 


a: 


04 








DC 














CX 






Cm 


Cm 


Em 


cc 


a: 


Cm 


Cm 


a: 






U4 












CD 


CD 


CD Cm 


Cm 


CD 


CD 


Cm 


u* 




CD 




E 


IG 


Cm 


a 


hH 


i 


hi 


CD 


CD 






CD 


CD 


CD 


h< 


CD 


CD 


CD 


o 


1 


i 


1 


hH 


M 


1 


1 


h4 






1 


M 


h4 


1 




Q 


e-l 


CM 


O 


1 


1 


CM 


i-l 


1 


1 


1 


o 


1 


1 


CM 


1 




i-H 


i—l 


fH 






i— 1 


i-H 


r- 






i-H 


r> 


rH 


f-4 


r-l 




Cm 


w 




CQ 


CQ 


a 


O 


u 


w 


CD 


< 


CQ 


CD 


CD 


X 




1 


1 


1 


1 


1 


i 


1 


i 


i 


1 


1 


i 


1 


1 


i 












CO 


^ 






^ 






CO 


m 




CO 




I 


1 


1 


1 


1 


i 


1 


i 


i 


1 


1 


I 


1 


1 


1 


m 


m 


if) 


m 


m 


m 


m 


m 


m 


m 


m 


m 


m 


m 


m 




i— 1 


i-H 


i-l 




rH 


i-H 


i-i 


i-i 


i-H 




i-i 


i-H 


iH 


i-i 


i-i 




GO 


OO 


GO 


CD 


GO 


CO 


GO 


CO 


GO 


GO 


GO 


00 


GO 


GO 


GO 


Cm 


CM 


Cm 


Cm 


Cm 


1X4 


Cm 


Cm 




1X4 










Cm 



WO 03/027246 PCT/US02/30412 

40/163 



u) h mncsiHH(rioocooor*r*r-r^vo^inioin 



V3 

© 
•5 

X 



OrH CS. 



en co ro ro 



cNjcsJCMCNjcMCNCMCMCNjcsiromnm 



E 5 o o o o 

u E v 



CM ^ CNJ f-i M CM M 



2pjCOO^VOr^OVDinCSir^t^VOVOVDVDOO^i^iHr^COVOOCDCOVDVOOOCSVO 
•IflS ^o^Of^OOrHOCSIOOOOOOf-HfHOOOi-lOCNlOOOT-ICN 

So 

PQ « 

la 

Si 

© ^,_ioror-i<MO«Hi-»romoop~omomcMinmr~i-ta»r~r~f»i\ooin 
n (I , 

B^nNMNOHHrOHWH H H H PI N CM tH iH 

(2 



O 

CM 
CD 

u. 



.... > W 

b4 cn co 

PC PC 
> > 

a o o 
C co co 
o cd • 



cd 

CO 

u 
a: 

CO 



CO 

cd 



to 
•-5 



h5 



.-5 

33 



CD 

4: o 



a 



h5 

cu 



a cd 

CO O-i 

o a 

cd cd 

Dm Ui 

i-5 h5 

CO CO 

< <s 

cd cd 

1-5 1-5 

to pa 

to to 

O >"5 

^ Q 

u a 

h3 i-5 

Pu 0u 



CD CD 

CO H 

CJ O 

CO CO 

< CD 



(14 

CO 
CD 
Q 



•-5 
< 

CO W 

CO tO 

1-3 »-5 

> > 

a u 
«-5 

O CU 



CD CD 

H CO 

u a 

a co 

CO CD 

Em Cu 

h5 h5 

cd cd 

W CO 

CO CO 

> *5 

i-5 a 

o u 

h5 

0-4 a. 



cd cd cd 

CU CO co 

o a u 

o o cd 

a: o (t 

CU >H t*4 

i-5 ^ CC 

CO CO CO 

H < < 

CD CD CD 

2 S 2 

O i-5 J 

CO CO CO 

CO CO CO 

£! 

u u u 

i-5 i-5 i-5 

CD CU ft 



i-5 
> 



CD CD CD 

CO CO 

O O CJ 

Q O Q 

CO CD CD 

Ui fa Eu 

S i-5 i-5 

co co <£ 

< < 2 

CD CD CD 

•-3 O M 

CO CO CO 

co co co 

i-5 i-5 

> > > 

o o o 

•-5 »-5 i-5 

OS ^ 



CD CD 

CO CO CO 

u o u 

% CD CD 

& CO CD 

a ix4 Cu 

«jq h5 i-5 

CO CO CO 

h5 < CO 

CD CD CD 

s s s 

i-5 i-5 ^ 

W CO 2 

CO CO CO 

i-5 i-5 i-5 

> > O 

u o a 

h5 i-5 

Cu O CU 




8 2 

U 04 



a: a; 



p£ p£ c£ M p£ 



hH I Hi 



I I I 

if) CM CN 

CQ < CO 

I I » 

*r <*r 

I I I 
O 



o 

I 
I 



I 

i 



I I 

VD CN 

CD O 

I I 



I— I 1—4 I MMMMMHIM I H H H H H H l_ I MM 



I 

OQ 
I 



I 

a 
t 



i 



i 

o 



I I I I I 



I I I 

m CN CD 

CD tn ac 

i i i 

^ ^4 ^ 

I I I 

o o 



I 

Q 
I 



I I I O I I I I I I 
(MfOVHiftVOHfOrim 
CQU3CCQ<C^»C ]U <QU4 

i i i i i. i i a i i 



i 

CN 

i-l r-l 

En < 

I ! 



I I 

oo cn 

co 33 

l I 



o» ^# ^» ^ ^ — — — 

111 I I I I I I 



OOOOOOOO o o O o o « ^ 
CNCMCNC\ICNCNCN<NCM04CNC\1CNCNCNCNJCM 



WO 03/027246 



PCT/US02/30412 



B ! 



41/163 

T^civDmir)in^ncNH(r>cy>r*inHH<ji<^oooDVo 

nrOCNNCNCJCMCMCMNCVIHHHHHHOOOOO 



o 



§ § 1 



<n w n h h 



I h n n vd 



hmo^mmHOvcDmHino»nn 

^H^(MHN(NCMfO(\JN(NHinCM(VI 



to I OOrHrHCMrHrHOCO 

pa - 



cncOr-icMCMir>vocovo\rJCMO 

OHHH(M(NJCM(MHOnV 



0> 

% 

cut 



c^oovio^ooHojHHVOo^M^ninvo^ooin 



.2* i vDtn^mmmsD^cM 
^ r I N H CM 



roTroor-nmnrHinr-T-i 

H H rH tH CM 



CM 
i 

Q 

CM 
g 



CD CD 

CO CO 

U O 

O O 

CD CD 

CO CO 

cd cd 



< < > 

CO CD CO 

u u u 
o o 

> Q 
Em Em 
h3 
< 



cd 

•-3 

CO 

o Pd < 
cd cd cd 



a; 

CO 



Eu 2 2 2 Eju 



w w 

w w 

s »-3 

> > 

CJ o 

i-3 i-3 

a 



2 J ^ 

www 
www 
hi ^ a 

> M > 

o a cj 
hi hi ^ 




cd o 

co a 

u CJ 

a a 

CD CD 

Em Em 

S *-3 

CO CO 

CO < 

CD CD 

> i-3 

Cxi w 

pa cd 

CJ CJ 

h3 i-3 



CD CD CD 

US w 

a o cj 

S O CO 

CD CD CD 

h3 Em Em 

CC i-3 O 
CJ CO 

CD H 3 

CD CD CD 

3 > 

< Cd Ed 

Q Ed Ed 

ggg 

CJ CJ CJ 

h3 h3 h3 

aoac 



CD CD 
CO Jh 
CJ CJ 

x Of 

CD < 
Cm Em 

S CD 

CO CO 

Em < 

CD CD 

i-3 r3 

Ed Ed 

Ed Ed 

h3 h3 

> Q 

CJ U 

t-3 h3 

a s 



a os a: 

Q l 

S CO H 
H < CD 
« I I 



OS CC CC CC CC 



I I 

CO VD 
Em Q 
I I 



I 

rH 

< 
I 



I 

CM 
3C 
I 



I 

Cm 
I 



06 

MllHUMMlMMl 
I rH I I 1 I CM I 

KD rH ID a\ ro 

(QOQXXQOQAUO 
I I I I I I I I 1 I 



I 



rl H CD VO H 



CC O* OU CC tC 

M M M f-l M 

I I I I I 

rH ro CM to 

Q Ed 0Q Q CJ 

I I I I I 



«eiiiiiiiiiiiiiiiijiJL>JLJL 

2 ooooooooooooooooooooooo 

5M(Nt\|(NICVI(S|(SI(SI(NCSIWNC>IC>INCS|(>INCNINC>|NW 

m 4 00 GO GO 00 CD GO GO GD GO GO GO GO 00 00 GO GO GO GO GO 00 GO 00 
UPmEmU^EmEmEmEmEmCmEmEmIajCmEmEmEmEmEmEmEmEmCmEm 



WO 03/027246 



PCT/US02/30412 



42/163 

p£ tnr^^rocNCNiooro^r^i^inNHcooonr^cNjODrvDCNiHncNiron 

CD I NOOOOOO\^ODhVDVO^^if)^^nnNHOOO^WO(D 

S" 
x 

^ . — i _ «i _i _i — i — ^ —i — -| —| ( . rH «H iH rH iH rH rH rH rH rH tH rH rH iH 

a. pg ............... . . • 

E s I oooooooooooooooooooooooooooo 

o«i vvvvvvvvvvvvvvvvvvvvvvvvvvvv 

O 

•a 

6 

0 

£ ^ oOHOHHmOHHHHHOHNOMNN(NWHfO^HV(M 

Sf w • • • • 

rH rH rH rH rH rH O rH rH rH rH rH rH rH rH rH rH rH rH rH iH tH rH i-H tH rH rH rH 

« a i 

u 

O ^vpvDroo^r^vDO^rOrHiOinr^ioa^^csic^^p^ocoo^o^rvooio 

•5 6£ ' • * 

2 A 



LU 

CM 

CD 
u. 



o 

01 

o 

g 

►3 



g 



CO « 



cd a 

en co 

a o 
oi>< 

cd cd 

Cm Cm 

h3 

CO CO 

<*: < 

o cd 

2 x 

a: »-3 

w w 

> > 

o o 

►3 



CD CO 

CO CO 

U CJ 

Ol Ol 

cd cd 

Cm Cm 

1-3 tH* 

CO CO 

< *s 

CD CD 

gg 

O PC 
pa Cm- 
Cm* W 

> Q 

U CJ 

h3 h3 

a. >h 



CD cd 
co co 
cj u, 

CD CD 
Cm Cm 

OIO 
CO CO 
CO < 

cd cd 

gg 

Cm i-3 
W W 
W W 
i-3 

> 
CJ CJ 
i-3 h3 
SC X 



cd a 

CO H 

u u 

Ol Ol 

cd cd 

Cm Cm 

»-3 i-3 

CO CO 

< H 

a cd 

gg 

w w 
u u 

h3 S 
>H 5 

o o 

h3 i-3 

X x 



cd o 

CO CO 

Ol Ol 

cd co 

Cm Cm 

i-3 i-3 

CO CO 

< < 

CD CD 



a: pc 

W Cm* 

w pa 

^3 h4 

> > 

cj a 

i-3 »-3 

X X 



CD CD CD 

CO CO CO 

CJ CJ U, 

01 Ol Ol 
CD CD CD 
Cm Cm Cm 
»-3 CO i-3 
CO < CO 

< < < 

CD CD CD 

2 2 2 

h3 h3 S 
W W W 
WWW 
h3 h3 h3 
> > 

u u o 

i-3 i-3 
SOX 



PC CD 
co CO 

u u 

Ol* 

CO CD 

Cm Cm 

i-3 O 

CO CO 

< < 
CD CD 

gg 

h3 h3 

UX W 

w w 

i-3 i-3 

a > 
u o 

h3 »-3 t 
DC O 



CD CD 
CO CO 

u u 

OI>h 
CO CD 
Cm Cm 
h3 h3 
CO CO 

< < 

CD CD 

gg 

O iJ 
CjQ W 
W W 

CJ CJ 
i-3 h3 
O O 



pc a 

CO CO 

0 u 

01 Ol 
CD CD 
Cm Cm 
h3 i-3 
CO CO 
Q < 
CD CD 

2C PC 

03 W 

W W 

i-3 i-3 

> >. 

CJ o 

h3 i-3 

X X 



CDCD<CDCDCDCDCDCD 
COCOCOCOCOCOCOCDCO 

u o cj a cj cj o o.u. 

>h Ol Ol Ol Ol Z Ol Ol Ol 
Q CD CD CD »h CD CD 
[li Cm Cm Cm Cm Cm Cm 
i_3 PC t-3 PC h3 t-3 h3 
CO CO CO CO CO CO < 
< < < < CD < 
CDCDCDCDCDCDCD^ 

gggfngggg 



CD > 
Cm Cm 
i-3 i-3 

CD CD 



> i-3 

pa pa 
ta pa 

•-3 h3 

pa > 

CJ CJ 

r3,r1 

OX 



»-3 i-3 

pa w 

to pa 

i-3 h3 

> < 

a cj 

vA h3 

X X 



i-3 O PC 
WWW 

w pa pa 

i-3 h3 i-3 
> > > 
CJ CJ CJ 

i-3 ta.>-3 

X OIX 



£ »-3 

pa u 

pa ux 

h3 r3 

O 5 

i-3 i-3 

X Cm 



CC PC PC PC 



I 



CJ 

I 



I 

a 
i 



i i 



< 
i 



CJ 

i 



PC 

rH 
I 

m 

Q 
I 



I 



I I 

iD CM 

0Q X 

& I I I I I I 1 I I I 
rncocorocororocororo 

•el I I I I I I I I 1 I 



PC PC 

M IH 
I I 



PC PC 



pCPCPCrHMPCpCPCPCpCPCPCpCrH 
MrHrHl IrHrHrHrHrHMrHrHf 



I 

CM 



I 



I 



I 

X 



X 
I 

I 

o 



Cm 
I 



I I I I I 

<n co rH o\ in 

x pa CD 
i i i 



pa 
i 



Cm 
I 



Cm 
I 



PC 

PC M 

rH I 

I CM 

VD rH 

pa W 

I I 



U Q 



I I 

CD VD 

CD Q 

I t 

I l 

vdSvdSSSSvoCSCSCSS 



i i 

CJ CJ 



I 

X 



I 

a 



i 

x 



i t 
cj a 



i 

CJ 



i 

a 



i i i 

co in co 

Cm P3 CD 

I I I 

^ m ^ 

I I I 

CJ CJ CJ 



rH PC PC PC DC 



CD 
I 

I 

a 



i 

r- 

CQ 
I 

CO 

I' 

CJ 
CM 



WO 03/027246 PCT/US02/30412 

43/163 

gS or-in^HMnnooo^ootnaDO^cohMnoinr^Nonin 
i oDr-r^r^rvovovovoininv^roroNcsiNWWWHOOOooor* 

w $ I CSl(NJC\IC\|C\lCNlCSICgC\lCNCNJC\JCSlCsltNCNC\IC^ 

a 2 
© P 

•s 

01 

t s I 

« B i vvvvvvvvvvvvvvvvvvvvvvvvv 

a 

HOroMVDo^f f )^ , vor fc NCDHco^"tntf)Hror^r'inu , )r'00(MOO 

Si ^r^ini^roTHoofnr^cNiTHiHOO^t^r^r^^a^r^voooai^u^r-irooo 

I nnnnnncsiTTCsironnncNiCNNCNrocNincsjcNCMCNicNiCNJCviro 

s 
s 

£pj HHroHCNicgHp-Hnojrotvifocvicscgr^fnr^cNirov^roHnfs 

« « I 

ft. 

> 

•5 w) • •••••••••• 

•S « i ooo<^oofNi<T>^oocsiocrkcr>o(j>inr s -vD^'aino<y\cJNoor ,,fc HHif) 

15 H i cMrocMCMcocNr^rocMrocMCMrocMCMCNCMrocNr^ 

2 ^ 





cd 


cd 


CD 


CO 


CD 


a 


CD 


CD 


CD 


CD 


CD 


CO 


CO 


CO 


CO 


CO 




CO 


CO 


CO 


CO 


CO 


CO 


CO 


o 


CJ 


O 


CJ 


o 


cj 


a 


U 


CJ 


O 


CJ 


CJ 


ol oi 


>« 


>* 


ox 


Em 


Ol Ol 


X 


Ol Ol 


cd 




a 






CD 


CD 


CD 


CD 


CD 


CD 


CD 


Cm 


g 


1X4 






EM 


Em 


Em 


Em 


Em 


Em 






1-3 






h3 


h3 




t-4 


i-3 


h3 




h3 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


< 




w 


< 


Ed 


OK 




Id 




< 


< 


cd 


g 


o 


CP 


cd 


CD 

g 


CD 


CD 

g 


g 


g 


CD 


CD 


g 

1-3 


E 

a: 


oi 


Em Em 
OIh3 


■-3 


»-3 


O 


i-3 


s 


ELF 


ELF 


Cd 


w 


W 


W 


Cd 


W 


Cd 


Ed 


Ed 


Ed 






w 


Cd 


Ed 


Ed 


Ed 


Ed 


Ed 


id 


Ed 


Ed 


1-3 


.-3 


•-3 




i-3 






t-3 


i-3 


»-3 


h3 




> 


> 


> 


> 


> 


> 


> 


> 


> 


Em 


> 


cj 


u 


CJ 


O 


u 


U 


CJ 


CJ 


CJ 


CJ 


CJ 


CJ 




»-3 


i-3 


i-3 


1-3 


i-3 






i-3 


i-3 


i-3 


t-3 


X 


X 


X 


cu 


o 


X 


X 


i-3 


CC 


X 


Ed 


X 



CD CD 
Oi CO 

a u, 
oi oi 

< CD 
Em Em 

i-3 Ed 

a.s 

CD CD 



S S § E 



h3 i-3 

Ed Ed 

Ed Ed 

i-3 i-3 

> > 

CJ CJ 

i-3 h3 

X X 



cd a 

CO CO 

a cj 
x 

CC CD 
Em Em 

CO 3 
< > 
CD CD 

►4, 

Ol Ol 
Cd Ed 
Ed Ed 

cj a 

t-3 t-3 

a x 



CD < 

CO H 

Ol Ol 

CD CD 

Em Em 

i-3 h3 

CO < 

< CD 

CD CD 

o ec 

> Cd 

Ed Ed 

u a 

^3 h3 

X X 



CD O 
CO CO 
CJ O 
OlCD 

a < 

Em Em 

i-3 i-3 

CO CO 

< H 

o a 

gg 



< CO 
CO CO 

cj a 
>< oi 

CD CD 

Em Em 

i-3 i-3 

CO CO 

S3 
gg 



h! ^ h) 
Cd Ed Ed Ed 
Cd Ed Cd Ed 

Q > CD 5> 
CJ CJ O CJ 
^ 1-3,^,^3 
X OlOIX 



6 



OS 

M 

I 

i 

CO 

I 



_ a o 



a: 






Cm 










OS 




cd 




Cm 






CC 


M 


a: 


OS 




OS 


OS 


OS 


Cm 


IH 


OS 


M 




M 
1 


CC 


1 




M 


1 


M 


M 


M 


M 


1 


M 


1 




M 


M 


M 


rH 


1 


1 


o 


1 


1 


1 


1 


iH 


1 


CM 


1 


1 


iH 


1 


1 


rH 


CM 


GO 


1-1 


V£> 


ro 


ro 


m 


fH 


fO 


tH 


ro 


CM 


rH 






CJ 


CD 


00 


o 


03 


< 


QQ 




0 


an 


CJ 


CJ 


CJ 


< 


< 


< 


1 

ro 


1 


1 


1 


1 


I 


1 


i 


1 


i 


I 


1 


1 


1 


1 


1 




ro 


ro 


CO 


CO 


ro 


CO 


CO 


en 


CO 


CO 


ro 


ro 


m 


ro 


i 

o 


1 


i 


i 


1 


1 


i 


1 


1 


i 


1 


I 


I 


l 


i 


i 


CJ 


CJ 


o 


u 


*3 


•-3 


CJ 


CJ 


a 


a 


CJ 


CJ 


O 


CJ 


CJ 


o 


V£> 


o 


o 


o 






o 


o 


o 


O 


o 


o 


o 


o 


o 


CM 


CO 


CM 


CM 


CM 






CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 



CC cc 

CC CC CC CC * CC CC >-\ CCCC 
I— IrHMr-l I H H I H H 
I | | I O I I CM t I 
^•OMnHHHHHCOr* 

1 1 1 • 1 1 1 J* J* 

^rorocoro^^rorofo 
i i I i I I I ill 

uuuuuuuuuu 

voovoooooooo 

CQCMXCMCMCNCMCNCMCM 



PC 
I 



Ed 
I 

I 

CJ 
VO 



WO 03/027246 



PCT/US02/30412 



44/163 



V£> t H ^ H ^ rO 

I vo v£> n M h H H 
Wi I H H H H H 

c 2 

HHHHHHinOO 

E s i oooooooo 

g 

(J> »o H o r* fO 

no 
a 

OA ,,....*. 

*S H i csj ro ro n csj cm 



CO 
I 

LU 
CM 

O 

LU 




e 



a; 

M 
I 

CM 

a 

&i i i 
en m m 



l i 



1 1 I 

a o i-5 



a: 

H ft DC 
I 

CM 



I 
I 

u 



IH PC 
I M 
O I 



(3^ ro H f) 



I 

I 

3C 



I 
I 

a 



I I 

I f 

a o 

o o 



UQ(NN<CQCQP3CNCM 



WO 03/027246 



45/163 



PCT/US02/30412 




.mm 

«■ • * 

1 oo r- 



ES 



i-i o eg 

• • • 

I en *T 

I CM CM CM 



J 2 • 

u 

s 

2 M 

IS 1 



10 CO 



fa I rH r-l rH 



CM CM GO 

• • • 

O ^ 

IT) *T xf 




4> 

U 



CD CD CO 

CD CD Oi 

> > O 

u a cd 

cc cc cc 

CD CD CD 

>-i X X 

> > > 
i-3 t-3 U 

u u o 

cc cc & 

as 02 

CD CD 

w 

< 



> 

% 

w 
a 

Q 

IS 



DC 



i a: a: 

^ H H 

< I I 

O 00 

CM < Q 

I I I 

I i i 



CM 

cc 



CM 
CC 



CM 



WO 03/027246 PCT/US02/30412 

46/163 

ghoooocDOorr^r^vDVD^inininintn^nroncNicNiHHO^^cftfloi^r^^ 

© 5 

■C Q 

A . . . __j — < f-H H rH rH rH rH rH rH rH rH rH rH rH rH rH rH i— I rH rH rH rH rH rH rH rH rH 
©■g^ 1 ^^. .......... ........ . . 

E^qooOOOOOOOOOOOOOOOOOOOOOOOOOOOOO 

^ogyvvvvvvvvvvvvvvvvvvvvvvvvvvvvvvv 

N^NOOVD(MOVO^OOCOVOVOVD^(Mr*OOVDVO©MOOOCOCMVDfONr' 

a 

£^«ooooooooooooooooooooooooooooooo 

^U,^^HrHrHrHrH,-HrHrHrHrHrHrHrHrHrHrHrHrHrHrHrHrHrH 

n « 

o cQON^^o^ inHCors00000,n(N,r,in<v,N ^^ (V,r ' ON ^ ,v<r,v ^ 

fid 



I 

CD 

CO 

cd 

u. 




CO CO CO 

cu h a: 
o o a 
cd cd cd 

cxi eg pg 

e> cd cd 
&M X 

> > > 

WOW 

0 U U 

01 £? £? 

> > £ 

< OK 

S S S 

WWW 

o o w 
a a a 

^ ^ S3 
s 3 os 



x 
> 



CO CO < 

Oj Cm p_t 

cj cj cj 
cd cd cd 

CC CC OS 

cd cd cd 

X >H 

w r>a Sc 
a o u 
o o o 

►H > rH 

S OIS 
< < W 
» S S 

pq W w 
OIO w 
U W Q 

r-3 .-3 1-3 

2C S S 



CO < CO 
O Cm CU 

ouu 
as oc os 

CD CD CD 

X >i X 

> > > 
WWW 

o a u 

0 o o 

> »-i a 
s s s 
<<< 
:s s s 

Ed WW 

01 OIS 

woo 

^ ^ 

^ 3s co 



Cm 


X 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


Cu 


CU 


Cu 




DC 


CO 


Cu 


Cm 


< 


Cu 


CJ 


cj 


CJ 


cj 


CJ 


o 


CJ 


CJ 


u 


CJ 


cd 


cd 


cd 


cd 


CD 


cd 


cd 




CD 


s 


ex 


OS 


DC 


DC 


DC 


DC 


DC 


DC 


DC 




cd 


cd 


CD 


a 


cd 


CD 


CD 


CD 


CD 


CD 


X 


X 


X 


x 


X 


X 


X 


X 


X 


X 


> 


> 


> 




> 




> 


> 


> 


> 


1-3 


w 


w 




w 


s 


w 


w 


w 


w 


cj 


o 




cj 


CJ 




CJ 


CJ 


CJ 


c 


DC 


o 




*3 


o o o 


o o w 


> 


> 


> 




> 


> 


> 


> 


> 


> 


OS 


cd 




O Ol h3 




% 




w 


< 




W 


< 






< 




1 










3: 


g 


g 








w 


w 


w 


w 


W 


w 


w 


w 




w 


o 


o 


OItt 


O 


w 


o 


O OIO 


w 


o 


Q 


o 


w 


w 


Q 


a 


w 


o 




1-3 




»-3 


i-3 


i-3 


i-3 


i-3 


h3 










CO 








SB 




3: 



CO CO CO 

Cm CU Cm 
OUU 

CD CD CD 

CC DC OC 

CD CD CD 

X >i >h 

a o cj 

W «-3 O 
WWW 

o o sc 

O Q O 
^ h5 i-3 

s OlS 



> 
w 



CO CO CO 

co i-3 Cu 

a cj o 

CD CD CD 
DC DC i-3 
CD CD CD 
X >« >h 
> > > 
WOW 
O U CJ 
O DC 

11 

www 

O OIO 

woo 

•-3,^1 i-3 
OS S 



DC 
> 



CO CO CO 

Dm i-3 i-3 

O CJ CJ 

CD CD CD 

DC DC DC 

CD CD CD 

h3 > > 
WWW 

CJ o o 

« o o 



*£ <: < 

S s S 

WW w 

OIO o 

Q W O 

i-3 i-3 i-3 

S S CO 



CO CO 
H CU 
O O 
CD CD 
DC .DC 
CD CD 

w w 

CJ CJ 

o o 



w w 

ac > 

Q Q 

i-3 i-3 

5S S 



& 

•rl 
« 

a 

H 
U Pi 



PJhOShhOJhh 

HIM 



I 

GO 

< 
I 

I 

m 



o 
i 



i 

O 
I 

^* 
I 



GO GO 00 

o o o 



HI 


DC 




CC 


DC 








DC 


DC 


DC 


DC 


DC 


CC 


DC 




CC 


H 


DC 


rH 


H 


DC 


DC 


DC 


rH 


M 


rH 


rH 


CC 


rH 


i 


1 


rH 


1 


1 


rH 


r-i 


rH 


1 


rH 


1 


M 


M 


1 


1 


M 


1 


r-i 


CM 


1 


rH 


CM 


1 


1 


1 


O 


1 


O 


1 


1 


CM 


rH 


1 


CM 


rH 


rH 


r» 


rH 


rH 


CO 


G\ 




rH 


GO 


rH 




o> 


rH 


rH 


r- 


rH 


< 


W 


CO 


O 


Q 


Pu 


< 


W 


CQ 


32 


W 


O 


CD 


CD 


W 


33 


w 


1 


1 


i 


1 


1 


1 


1 


1 


1 


1 


1 


i 


1 


1 


1 


1 


1 


^ 














^J* 




^« 










^ 






1 


1 


i 


1 


1 


1 


1 


1 


1 


1 


1 


i 


l 


1 


1 


1 


1 


ID 


If) 


in 


m 


in 


m 


m 


m 


m 


m 


in 


m 


in 


m 


m 


in 


m 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


GO 


GO 


GO 


GO 


GO 


CD 


00 


GO 


GO 


GO 


GO 


GO 


GO 


CO 


CO 


GO 


GO 


O 


O 


O 


O 


o 


O 


O 


O 


a 


Q 


O 


O 


O 


O 


o 


o 


o 



rH rH I M 



I I 

GO <T\ 
W 

I 1 



< 
t 



I 

o 
i 



CC OS CC 

CC rH rH CC 
I rH I I 
CM 



HtfCCHtfHtfHHtfH 



I 



I 

a 
i 



Eu 
I 



I 



< 
I 



I I I I I I I I I 
iDinminmininmintntnin 



GO GO CD GO GO CO 

o o o o o o 



a a- a 



oc 

H 
I 



rH CM I rH 



I 
I 

m 



OC 

rH 
I 

Em 
I 

I 

m 



o o 



WO 03/027246 



PCT/US02/30412 



47/163 

t£> fO VD ^ O © VC 

0^ • •••••• 

I (M © VP CD ^ 

tn )** I n m N N H H H 

Is 

•a 

X B 

I o o o © o o 

I V V V V 

g 

VD ro VD ^3* O 00 VO 

^ I tn CM CO ^ CO ^ 

Pi n hwnhhh 

c 
0 

^Ofi ooooooo 

U H I r-» r-t rH i-H rH r-« t-H 
PP ~ 

> 

5 co r*" r*- o ^ h co 

g w 

r- ^ o m co cm o 

3 r I cm n ro ro cm w cm 



CM 
i 

CQ 

CO 

d 

IX. 



CQ 
P» 

I 



CO 
CO 

cj 
o 




CO CO 

cu o« < 
o o o 
e> o u> 

CC OC VC 

o a o 
>* * 
> > ^ 

o a u 
aaa 

< < < 
» » * 

a o a 
*i a a 
* & » 



co Cu to 

t-3 C£ CO 

a o o 

o u> e> 

CC PES Ofi 

a o o 

>* x x 

> > 

ea w ol 

a u a 

aoo 

< w < 

» s ^ 

W W W 

PC < 2 

a a 5 

►4 ^ 

S 5 W 



3 

S3 







a: 




a: 


a: 




OS 


a; 


M 


at 


M 


rH 


OS 


M 




1 


rH 


1 


1 


M 


1 


i 


iH 


1 


CM 


rH 


1 


CO 




rH 


r- 


rH 


rH 


CO 


o 


O 


a 


w 


< 


0 


a 


1 


I 


i 


i 


1 


1 


i 




*r 












1 


1 


i 


i 


1 


1 


i 


m 


in 


m 


m 


m 


m 


m 


t-i 


rH 


i-i 


i-i 


i-H 


rH 


rH 


CO 


CO 


CO 


GO 


CO 


CO 


CO 


a 


a 


a 


a 


a 


a 


o 



WO 03/027246 



PCT/US02/30412 



48/163 

€M o in^cDOor^HO^vDCNr^cvioovoaDOCNir^inrninvoovDOtrir- 
p k o o^crioor^r^r^r^vovD\Dinin^^r^rocNiooo<^oovDininrocNi 

Eg 

£■ g *1 ^ ^ ^ • * • • • • • • . . . . • • . - 

E^oo ooooooooooooooooooooooooooo 

© PS v vvvvvvvvvvvvvvvvvvvvvvvvvvv 
U fa 

ojoin^oocDr^Hor-^NvocMcDVOODOcgr^iorninvoo^o^r 

~* « o oJoioo^Vhi^vovovDinin^vronwooomcovoininrocvi 

•o 
c 

9 

£p5^o ooooooooooooooooooooooooooo 

pa ~ 

mqa • ••••••••• * 

.2*vnHinninvwroHNrooocnoHOflonOMnvDtrroMCMO 
^HicNinnronronrornronnnncsinnncsirocNiNCNjCNiNCNifNicsi 
a i 



i 

O 

CO 

O 

Ll- 




Cu CO CO 
h3 Cm PC 

u o o 

CD CD CD 

pc a: < 
o a o 

www 
u u u 
o o a 

> f-l M 

oio ai 
< < < 

3: 2e 3 
WWW 

as o 
wow 

OS 



Cm Ol 

a a 
cd cd 
pc as 

id e> 
>h 

> w 
o u 

o t» 
< Q 

w w 

OH Ol 
W W 

CO 3 



CO 

u a 

CD CD 

oc a: 
cd cd 

> > 
w w 
u o 

c*« o 

II 

w w 
o o 
w o 
s 



H CO 

a: ^ 
cj u 

PC PC 

cd cd 

> > 
w w 
u a 

w w 
o o 
a w 

oih 



co < 

a o 
cd cd 

oc PC 

cd cd 

> > 
w w 
o u 

>,> 

3: 3: 
W W 
O O 
W Q 

t3 ^ 

PC 3: 



< co 

Oa Cm 

U U 

CD CD 

PC PC 

O CD 

? * 

X w 

u o 
a o 



CO to 

Cm Cm 

a o 

CP CD 
PC PC 
CD CD 

£5 

o w 
u u 
o o 



ai& » cc 

J5 S 3 & 

www w 
a o w ol 
a w w w 
*i >i >i 

3 15 PC 3 



a pc oc 



ft* m 
B U 

2 « 



i i 

cm 

3: U 

I 1 

co ro 

1 1 

o o 

cm cm 

00 co 

O Q 



PC 


PC 


PC 


PC 


PC 


PC 


PC 


PC 


PC 


PC 


PC 


PC 


PC 


PC 


PC 


I— 1 






l-i 


M 












l-l 






M 


n 

1 


1 


i 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


CO 


vo 


CM 


CO 


in 


CM 


CO 


VO 




CM 


VO 


m 


m 


CO 


CM 


U 


CD 


O 


0 


w 


W 


PQ 


CO 


0 


O 


w 


0 


w 


sc 


CD 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


ro 


ro 


co 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


ro 


CO 


CO 


ro 


CO 


1 


l 


1 


1 


1 


1 


1 


1 


1 


1 


l 


1 


1 


l 


1 


O 


0 


0 


0 


0 


0 




0 


0 


0 


0 


0 


0 


0 


0 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


00 


GO 


OO 


OO 


OO 


00 


OO 


OO 


CD 


GO 


00 


GO 


00 


OO 


00 


0 


O 


O 


0 


0 


O 




a 


O 


O 


O 


O 


0 


O 


O 



I I I I I I I I I I I 

vom^rin^»nvDCNiororo 

X&MenUCnX<<tDCDW 

I I I I I I I I I I I 

cocococococococorororo 

III I I I I • I ■ • 
00000000000 

CMCMCMCNCMCMCMCMCMCMCM 
GOOOODOOOOOOOOOOOOCOOD 

OOOQOQOOOQQ 



PCT/US02/30412 



49/163 

£ h CMCMrHiHCOCOr^VDrOCMVOVO^rrHO 
BS^HCMCVJOJCMHHHnHri 

•c 5 

ajgHHHHHrtnHHHH(NtMWOOVD 

§Soooooooooooooooao 

<J £ V V V V 

g 

N^CNICMWWHHrlHrin i-i 

-a 
c 

9 

2pg^oooooooooooooov£> 

sp 53 

g*Hnt-iriHHr-«Hr-li-ii-«i-lr-(HCy>GD 
« U 
ffl ~ 

> 

S C0a>ro^OfHtnvotncor^^r-ocr>cM 

SOD • • • • 

•Sw^inr^cMCMcoroin^r-^vorovo^rcM 



CM 
■ 

o 

CO 



to 

ft* 

i 

CD 



b G 



co to 

Oi Or 
U O 

o cd 
cd cd 

> m 

W CO 

u o 
o o 

> > 
s cd 

3: S 
W 1x3 

3 » 



to >h to 

O E-» P-» 

o a a 

cd cd cd 

cc pc pc 

cd cd cd 

5m >h 
> i-3 > 

u w pa 

(JUL) 
OJOO 



79 

w to w 

u x w 
www 



CO CO 

cu o 

CJ u 

cd a 

PC PC 

cd cd 

>H >« 

> n 

u u 

o u 

o o 
> 

< < 

» SB 

&a pa 

a a 

pa a 



CO CO CO 

04 PC 

o o u 

pa o a 

PC PC PC 

o a o 

jm x 

> > > 
pa o pa 
u u u 
o a a 

> > rH 

CD i-q IS 

< J < 

& & s 

pa pa pa 
woo 

pa pa o 

j j j 



CO 


CO 


fa 


CO 




a* 










o 


u 


U 




a 


cd 


cd 


cd 




CD 


PC 


PC 


PC 


PC 


CO 


o 


cd 


CD 


CD 


CD 


CO 






aioi 


> 


> 


> 


fa 


rH 


pa 


pa 


pa 


X 


pa 


a 


o 


u 


u 


o 


a o 


s 


5 


& 


> 


M 






i-i 










Si 


< 


i 


til 


i 












pa 


pa 


pa 


U 


pa 


a 


a 


pa 


O 


a 


w 


a 


o 


O 


pa 




r*« 




> 








CO 


CO 





•H 





PC 


PC 


PC 


PC 


PS 


PC 


PC 


o 


M 


rH 


rH 


rH 


►H 


i— i 


r-t 


Q 


1 


1 


1 


1 


1 


1 


1 




id 


rH 


rH 


i-l 


CM 


ro 






pa 


a 


W 


pL« 


CO 


< 


X 




i 


i 


1 


1 


1 


i 


1 




CO 


ro 


co 


CO 


ro 


ro 


ro 




i 


i 


I 


1 


i 


i 


1 




o 


o 


o 


o 


o 


o 


o 


is 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


V Pi 


GO 


CO 


GD 


CO 


CD 


CD 


CD 


Q 


a 


Q 


a 


Q 


a 


a 



PC PC 



a: 


PC 


PC 


PC 


PC 


PC 


1— 1 


t-i 


i-i 


l-i 




i-i 




rH 


1 


1 


i 


1 


i 


i 


1 


1 


CM 


CM 


rH 


i-l 


i-i 


m 


i-i 




rH 


rH 


CD 


u 


< 


< 


X 


< 


pa 


CO 


1 


1 


i 


i 


1 


1 


1 


1 


CO 


ro 


ro 


ro 


ro 


ro 






1 


I 


l 


1 


1 


I 


1 


1 


O 


o 


o 


o 


o 


o 




o 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CO 


CO 


CO 


CO 


CO 


CO 


no 


CO 


•a 


a 


a 


Q 


Q 




Q 


a 



WO 03/027246 



PCT/US02/30412 



pg <n ro co co 



50/163 



ooooooom 



o)inininoo^oooH(S'J , f s Hinvom 

HHHHHHHCMCNICNCg 



e 

•s 

E 
o 

V 



H OO 



CM 



© co . co cm 
m 



VP 

VP " VP *T 



f) OJ N CM- CM CM 



CM 



CM 



CM CM 



O O O O 
V V V V 



es 



wooooooooovDfoiooo^^^HOtNMO^ninr^ion 

m rH i-H t— 4 rH rH rH rH CO * 



CM 



inmiomoocoor^cMt-icM^r^rHinvoc^ 

rOHMnHHHHCVI CMCMCM 



9 

Spg^coCMf-ir^vpvpvp^ro 

w « 

1 

° covprHOcnr-cocorovo 

S Ml 



lO O VP o o 
CO rH CM CO i-l i-l 



O O O O O 



m cm vp 
ro H 



,2*^crir*incovpcomocM 

^ H ^ CM (NJ CM CM H M H 

2 d 



^oovprHVPoocncj^cnr^»Hif> 

rO H CM D H t-H f-H r-i CM CO CM 





CD 
PC 
CD 

> 



CO CO 
O CM 

uuu 
cd cd 
oc oc 
cd o 

c^ >» 

> > 

u o u 
o o o 

M rH > 

< < sS 

& IS 3s 

(£] C- O 

^ ^ ^ 

c*« ^ 3t 



CO CO CO 
Pi Oj to 

a o a 

CD CD CD 

a: x 

U CD 
Ol>< 

> > 

o o 
a a a 



OS 
CD 

> 



& i 

a- < < 

u ac s 

CD U U 

a u a 

w u a 

h3 ^ ^ 

CD » IS 



« CD 
Q I 

4J CO 

§ a cm 

















PC 


e 


PC 


PC 


OC 


a: 


p: 


PC 


PC 


PC 




CD 


1X4 












tn 


In 


CD 


CD 


CD 


CD 


cd 


CD 


CD 


CD 


CD 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


M 


M 


M 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


rH 








IT) 




VP 




CM 


VP 


rH 


rH 


rH 


u 


(J 




u* 


s 


U 


CD 


u 




Q 


1 


1 


1 


1 


1 


1 


l 


1 


1 


1 


CO 


CO 


CO 


CO 


CO 


CO 


CO 






«9« 


1 


1 


1 


1 


1 


1 


1 


1 


t 


1 


o 


o 


o 


o 


o 


o 


o 


O 


o 


O 


CM 
CO 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


GO 


00 


CO 


CO 


CO 


OO 


CO 


GO 


CO 


Q 


Q 


Q 


Q 


a 


a 


Q 


a 


Q 


a 



PC PC PC PC 0C PC 
(u U U U U w 
CD CD CD CD CD CD 



c£ PC PC 0C 

tupCPCbypSPCtu&y 
CDEu^CDtMUiCDCD 



PC PC 
U 

MHHCDOOObCDMOOMOOMMOCD 

I | H H H H H H I rH M I M rH I 



I I I I I I 

CO CT* GO o\ o\ 

ri; in u Q Q 32 

i i i i i i 

^* ^* ^« ^* 

I i I I i I 



t 

rH f- 

u u 



1 

GO 

SC 
I 



I 



i I 

<y> cn 

O U 

I I 



l l I l t 1 



CMCMCMCMCMCMCMCMCMCMCMCNJ 
GOGOGOCOGOGOGOGOGOGOGO 

aooopoQoooo 



CO Ixa 

I I 

I I 

o o 

CM CM 
CO GO 

q a 



i i 

a\ go 

ax CD 

i i 

i i 
o o 

CM CM 
CO GO 
O Q 



WO 03/027246 

51/163 

*-fco ih go vo ro vo co *r 

•2 s 

SSooo'ioooooooooooooo ww ^ . 
opj vv o vv vvvvvvvvvvvvvvv 0 v 

w v V 

e^o^f^^cMCMCMrororo^invDr^r^f^r^r^cDcncr»OrH 
CM cm ro ro ro ro ro ro ro ro ro ro ro ro ro ro ro ro ro ro 

a 
s 

S^^oooooooooooooooooooooo 

^terlrHr^rHrHrHrHrHrHrHrHrHrHrHrHrHrHrHrHrHrHrHrH 

n 

© (Doovc^'HfOHVomvor^^^ocoo^'a'nNi'H^cg 

*> OD . • • . 

.2 «^vD(NjOHoo^v£ir'VDro(y>inr^vDvo^or s -or s -in\£) 



PCT/US02/30412 

gn r-» ro 
• • • 
05 r> r- vo 




eg 



E3 



N ON fO 

• • • 

« VO VO 

CM 



So 



ro 



CN 
1 

o 

CO 

ej 

LL 



UJ 

CO 

O 

LL. 




CO CO U 

OU 04 O 

o a r*« 

CD CD Cu 

pc cc pc 

cd u cd 

Q W W 

uuu 
005c 

a o a 

W U r*« 

t^? i-3 »-3 

^ » » 



CO r*- 

a: a, 
a o 
cd a 

PC (X 

cd o 

r»» 

^ u 
o u 

is 

u u 
re O" 
u u 

On CO 



CO CO 

a u 

cd cd 

pc cc 

o o 

> > 

w u 

o u 

P 

u u 

O Q 

h3 ^ 

S CO 



CO CO 

a. cu 
» o 
cd cd 

PC DC 

cd cd 

> > 

* y 

w a: 

is 1 

u u 
a u 
o u 

CD i-3 
►4 » 



Oi CO 

CM O, 

U U 

CD O 

a: a; 

0 o 

£ > 

u o 

o o 

> > 

* ^ 

u u 

u o 

u a 



CO b CO 

ou PC 

a a o 
000 

PC OS PC 

J5 >H >H 
W U Stf 

UUU 

a o a 

> rH > 

pc » 

S3 

JOS 

uuu 
^ ^ 
ola: co 



1 




-H tw O 

o 



1 

a cj 

^» 

I I 

O O 

CN CM 

CD CD 

O a 













PC 


PC 




PC 




PC 


PC 


PC 




PC 


PC 


£ 


PC 




PC 




CC 


PC? 


a: 






U» 


PC 


1X4 


PC 


1X4 


1X4 


1X4 


PC 




1X4 




1X4 


PC 


1X4 




PL. 




Cm 


b 




CD 


1X4 


e> 


1X4 


0 


O 


O 




CD 


CD 


O 


CD 


[X4 


CD 


IG 


IG 


0 




IG 


l-H 


M 


O 


M 


ID 


M 


n 




O 


M 


M 


M 


1 


CD 


M 
1 


•H 


M 


1 


1 




I 


M 


1 


1 


1 


M 


1 


1 


1 


n 
1 


t 


1 


1 


1 


1 


O 


O 


1 


O 


1 


CM 


0 


CM 


1 


CM 


CM 


CM 


CM 


CM 




CD 


CD 




CD 


rH 


r-l 


CD 


rH 


r- 
















rH 




rH 


< 


CQ 




ac 


u 


O 


O 


O 


< 


PQ 


M 


ac 


1X4 


1X4 


CD 


Q 


< 


O 


< 


CQ 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


i 


1 


1 






















^ 


^ 




^ 














1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


0 


O 


O 


0 


0 


O 


O 


O 


O 


O 


O 


0 


O 


O 


O 


O 


0 


O 


0 


O 


<N 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CD 


CD 


CD 


CO 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


Q 


a 


a 


O 


O 


Q 


O 


O 


O 




O 


O 


O 


O 


O 


O 


O 


O 


O 


O 



• PC PC 

Q H H 

^ I I 

3 CD < 

•2 d vo vo 
U P4 PQ CQ 



WO 03/027246 



W i 



CA 

B 

g 
x 

OB 
O. 

E 

© rg 

u a 



ess : 



Si 

© GO 

•2 « i r- 



PCT/US02/30412 

52/163 

99 55 I ooooooooooooooo 
s 55 

§B 

a 

b Q ro(*)o«>Hh\OHOOOh(noDin 

£ I ooot-HOoroorocvjooooo 

a 

mPS «h cm *r 

"5 ft; i • . . o • • vo • 

03 W I nv^HDCMHMH^CSIHHOO 

ffl « 

I 

® cn <Tk T*" VD CO i— I 

2 W> • CX* P* • • CM • GO • • V£> rH O Ok CM 

•5 « i o • • ro co • r- • r- o 




CO 



rH- 

00 
Q 



o 

H 
Cm 




1*4 

M 
I 

o 

rH 

a 

•S 0 CM 
Ufl PC 



I 
I 

PL. 



0C 
CC Dm 



C9 U> 

►-3 



I 



I 

m ux w 
i 



M M I— I I I H I H H I 

I I I rH O I CM 

^ h h H H f) H 

U* Cm ft) Cm Q 03 CO 

I I I I I I I 



I 

CM 



I 

Cm 



I 
I 



I 



I 

Cm 



I I 

Cm Cu 



I 

Dm 



Cm 



cr» cm 
< o 
I I 

co *r 
I I 
Cm b 



O 
I 



O rH 
M I 

I CM 

O O 
I I 



I I I 
Cm Cm Cm 



Uqcmcmcmcmcmcmcmcmcmcmcmcmcmcmcm 



WO 03/027246 



PCT/US02/30412 



53/163 



g rH CM rH 

O i o o o 




I CM 
» i-t 



e 



in r- 



(3i - 



co co 



in 






• 


• 


• 


r- 


ro 








co 


(71 




o 


• 


• 


• 


rH 


VP 


r-l 


t-l 


rH 






es : 



i 

° es ■ 

4S 1 



GO 



ro co 

i-4 CM 



rH 
• • 

CM ^ 



CQ 



cm 

• • 

o co 

i-l CM 




O CM O 
* • • • 

00 CM CM CM 



h in in in 

• • • • 

I o o o o 
I 



O rH 10 CM 
• • • • 

t OD lO CO if) 



K PC o oo r- vp 
2r • • • • 

"5 fa I rH VP rH CM 

CQ 

Im 

1 

° iO VP VP rH 

g m 

.2 5 | rH CM rH 

S r i m n h h 



i 

CO 



CD 

u. 



CQ 



O 



01 

u 



0) 



Q 
CO 
H 
CO 

8 
S 



•J 
rH" 

> _ 

„ >H >• 

O O O 

J & £» 

§ 2 > 

td O H 

Cm CO O 

CO > 



r5 
(M 

9 



u 

c 



4> 



CO 








2E 


Q 


e> 


a; 


a: 


Cm 








s 




>< 




a 


CD 


o 








? 


CO 


cd 


Q 


M 


a 


O 


CO 


Q 




CO 




CO 


a 






rH 



8 





CO 


a; 


> 


a 




w 


Cm 






id 


OS 


a 


>H 


o 


CO 


Cm 




WGL 


s 


cd 




a: 


Cm* 


a 


CM 


w 


> 


rH 


r3 


Cm 


CO 


O 


WW 


HA 






as 


Cm 




OS 


SB 


O 


S 


O 


as 




rH* 


CD 


o 






&u 




i 




O 






id 


Cm 




rH* 


Cm 







a: a? as 

H M rH 

I t I 

<r cm oo 

A Cm Cm* 

I I I 

r* ^ ^* <c< 

& I I I 

g -h cn ca cx 

g « o o o 

•S « CM CM CM 

U q as as as 



a: c< 



i 



i 

o 



S « Cm Cm 

•2 o o o 

U O CM CM 



a: as 

M m as as 

O A I I 

r-i a\ cm 

q o aa < 

i i i i 

C ^« XT ^3* 

^ & I L _L J 



p2 0 CM CM CM CM 

U Q a: as as as 



WO 03/027246 



PCT/US02/30412 



00 i-l 



U I HH 




54/163 




i i i i 
i i i i 



i i i i 
i i i i 



CM CM 



S 



I I I I I 
I I I I I 



S r* 
*3 ft l 



2 08 i 



(2 



I* 



oft I VD 



i 

S 6D 



o r- 
• • • 

ro cvj 



lO rH t— V£> 



3g W • • ■ • 

.2 « i in o> m m 

#5 I n (N (N h 

(2 



4) 
u 



CO 



CO 
O 
H 

M O 
^ O 

> > 



i-5 



h3 

O 

to 

Cm OS 

O > 

IS OS 

a: U4 
> 

< CU 

Cm Ol 

o sc 

CO K 

OS Eu" 

Q < 

H S 

a: co 

o cs 

a: a 




UJ 

LL 



a: 
as m 

IH I 

I O 

CM rH 

< Cm 



I 

CO 

I 



U a oc as 



as 

Cm cc as as 

O Cm Cm Cm 

m u a e> 

I M 
O I 



Cm Cm 

s5tt 



i i 

DC < 
I I 
CO 
I I 



•S O CM CM CM CM 

U O as as as cc 



WO 03/027246 

55/163 

q£ r-lf-Hr- I rH rH i— li-Hr- It— I i— I i— » H (M CM n ^ 

ft I oooooooooooooooo 

«S I V V 

Q,pj VOrHC^Jf^CXiCMCXkCM^CMCMCXlfMr^r-l^ 

^gl 04C\l«-lrHrHrHrHrHrHrH 

2 

el HHHHHHHNHOfOMinCJHO 
I rH 

a 

^5 

edUl csicMCMWHcgcMcgH n h m h ro 

> 

g DA 

.2-5 i co^ina\f r )OW9 , room(*)o^^i s 
5 ^ 



PCT/US02/30412 




Q 

4> 



4> 



3 OS 
M CO 

i-q co 
OS co 
u > 

hi u 
o o 
a; < 

> &3 

EL, 

h1 O 

Q Hi 

S < 
h1 h! 
X E-i 
W U» 
Q hi, 
H Q| 
CD ^ 

u u 

h! Em 

a; h9 

DC t-3 



CD CD M 

h aiu 

CX. > CD 

a? o 



as 
a: 
u 
co 



> 
a 

as 

o 



»-q 

CO CO co 

S H 5 

> W 

O CD Ol 

CD CD < 

(Z< CO O 

Hi Hi 

H h1 
Cd > O 
O CD CD 

Hi Hi Hi 

UUU 

< OS Em 

H h1 CO 

3 I* EM 

HQS 





hV . 

ai hi 
uuu 

Ui Cd Em* 

a: hi on 

CD CD X 



l 

LL 




CI 
■ 



(D 



i 

CO 

6 co 
■H I 





















OS 












a: 


Cm 


a: 


OS 


as 




as 


OS 


as 


OS 


OS 


g 


as 


a: 


Em 


CD 


Em 


Em 


Em 




Cm 


Cm 


Cm 


Cm 


Cm 


Cm 


CD 


Cm 


Em 


CD 


M 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


M 


CD 


CD 


M 


1 


M 


M 


HI 


M 


M 


M 


M 


M 


M 


M 


1 


HI 


HI 


i 


O 


1 


I 


1 


1 


f 


1 


1 


1 


1 


1 


rH 


1 


1 






m 


CM 




V£> 


CM 


CO 




m 


H. 


GO 


rH 




V£> 


Em 


a 


CD 


< 


DQ 


o 


W 


< 


CQ 


Cm 


< 


Cm 


CD 


w 


CQ 


i 


i 


1 


1 


1 


1 


1 


1 


1 


t 


1 


1 


1 


1 


1 


CO 




CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 








CO 


CO 


1 


t 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


O 


u 


u 


o 


u 


u 


V 


o 


a 


a 


o 


u 


u 


o 


u 


o 


o 


o 


o 


o 


o 


o 


o 


o 


O 


o 


O 


O 


o 


o 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 


CM 



OS OS 
Em Em 
CD CD 



SS OS OS 
CD Cm Em 
m CD CD 



HI M I HI M 



a 
i 



5 tt Cm 

CSS 



I 

^» 
f 

Em 



a 
i 

i 

Em 



I 

CO 

f 

CO 
I 

Em 



I 

CJ 
I 

I 

Em 



WO 03/027246 



PCT/US02/30412 



56/163 



H O O tH 




E 
o 

U 



h mm m m 
o r- o o o 



CM 



O O O iH 
• • • • 
H (M CM OJ 




ffHVDLnCOOOOr^f^VtlujiOCnCNICNIr-lr-IOOaiODOOr^VPrH 



M N CM CM CM 



o o o o o o 



in ^ 



inV0Vf>VDV£>r*OOOOCOOOCT>O©OtHCOCO 



E 
o 

u 



^ ^ 

h t-t r- 



Hr^vot^in(onHCMmcfiCf»r»iOvoiocfi^ovoor^c>it^ 

(MCMCMVOCiCMCSlCMnVDfOCMHHHHCMHr'OOVOCMCOO 



pa - 

la 

8? 

© 



p£ cd cn o o o 



r-l \0 (Ti CM 



S U 

.2 * cn *r xr tn in 

"5 P|* m co h ro 

OS (id 



pJooooocoforofnovoHfovcsj^'^'co^inomoDmf') 



« ft* 

ec O 
03 -« 



I 

0i 



HHCM^HHHCMTfOCMHHHHCSJHrHr^rOCMin 

^H ^H] 



« rH r-l i-l r-l i-H H H 



cm co CD 



co m oo <—i 



O 

LL 



< 

cn 
o 

CO 

o 

W 

en 

o 
en 

r-3 

OS 
w 
> 

> 

X 



L5 O O 

W H < 

Du t*4 W 

O i-3 rH* 

cu cn 

< < 



o o o 



25 
•J 
h3 



> cn 

►-3 h3 

b w w 
www 
a: iJ 

> ^ > 

Du cn cn 

cc O i-3 

X W X 




S s S S 



O O CD 

< < 

_ ... s 

woo 

o a: o 

Cn w 

cn H 



w 
i-3 



cS o Si 

g & g 

www 
www 

cn • cn 

i-3 ^ i-3 



a < < 

OSS 
co O ^ 

wop 

W 1X4 

h3 i-3 

H CO 

W W 

Cu CC CC 



e3 



a: h3 h3 

www 
www 

*1 i-3 i-3 
> < > 

cn cn cn 

h3 h3 h3 
XXX 



< < 

X o 

o a 

Cm W 

i-3 *-3 

cn H 

W < 

oc 2 



< h3 

W W 

W W 

h3 O 

> W 

cn cn 

i-3 X 

X X 



CD O 

w o 

gg 

h3 i-3 
H CO 
W < 

5 co 

a: h3 

w o 

w * 

g£ 

CO CO 
i-3 OS 
X X 



« 



a; 

W 

M 
I 

rH 

rH 

I 

I 

m 



-S erj co 
U S Cu 



os a: 
woo 

o M M 

M I I 
I CM rH 

O U 

I I I 

cn ^ 
in in in 

HHH 

00 oo 00 

W Cn w 



cc oc ec a: a: oc 



s ss 

U Pi 



I 

l 

I 

X 

z 

2 



I 

X 

I 
I 

X 



cn rH 

CQ W 

I I 

XT ^ 

1 I 

X X 

2 

2 Z 



I 

w 
I 

I 

X 



H I 

I I o 

m h 

O PQ < 

t I 

I I 

X X 

2 us 



i 



i 

X 

z 
z 



in 

< 

i 

^» 
i 

x 



I M H M 



cx* & cC 

I H I 
rH I CM 
H fll H 

woo 
I t I 



a 
i 



i 

X X 

^ 2 
z z z 
z z z 



I I 



I 

g 



I I I 
m to 
w < w 
I 

CM 
I 



I 



I 



I I I I I I 

r* r" oo m U) i> 

CJ Cn W W W CQ 

I I I I I I 



I 



z z z 



z 
z 



I I 



z z 



I I 

X X 

us 
z z 
z z 



I I I 



Z Z 35 

z z z 



I 

CO 
CQ 
I 

CM 
I 

Z 



WO 03/027246 



PCT/US02/30412 




57/163 

pjjHODOOOOCT\(TiCT>OHHnrCT\if) 
^ttOOOOOOt-Hi-tr-tf-HCMCO 



|SorHi-Hr-lrHi-lf-HrHOOOOO 



S 



H h v 

cm o o 



H CT\ n f) 



0D CM tH 
o m CM CM 



£p{ocy>mmi-i^oromr^t^ovD 
BP r « 

y ftH O O H N H H H H O (O H O 
« W 

k 



o *** 



h ^ h n 

CM r-4 



O 




CD CD CD 

55 < S! 

^ » St 

o a a 

o o o 

Cm Em Cm 

^ »-3 »^ 

w w (-3 

*C < < 

* CD CD 

S S + 

CO CO CO 

»-3 i-3 

U U U 

i*S tt < 

n3 h3 ^ 

> 2 > 

CO CO CO 

h3 h3 h5 



cd cd 

< < 

Oi o 
CD CD 
Cm Cm 

i-3 .-3 
CO CO 

< < 

cd a 

CO CO 

h3 a. 
ot a 
w > 
^ 1-3 
> > 

CO * 
h3 h3 
OS X 



CO 



CD CD CD 

< CO < 

* ^ * 

CD CD CD 

CM Cm Cm 

*4 i-3 2 
CO ♦ 

< < 

* CD 

as s 

CO CO 
►-3 h3 
W CD CD 
WOW 

*3 1-3 

CO CO CO 

x a x 



3 



OS 

> 



St 3 

CM O 

CD CD 
Cm 

CO < 

< > 

CD * 

* CO 

^ i-3 

Ed tt 

> tt 
t-3 CD 

> > 
CO CO 
h3 h3 
O X 



&o£ a: 

aG (X Cm Cm cc 

•H Cm Cm CD CD Cm 

a CD CD h-i i-i CD 

• M 1-4 I I H 

a i i cm o i 

v »n CTl H H Cft 

h u Q w a CD 

4 i i i i i 

4* CM CM CM CM CM 

g © X X X X X 

M U X SkCt 

^ (t Z S S 2 2 

U ^ S 2 S S 2 





OS 






DC 


OS 


a: pa 


Cm 




at 


Dm 


Cm Cm 


IG 


1X4 


Cm 


CD 


Cm 


CD CD 


CD 




i-i 


a 


M HI 


i 




M 


1 


M 


1 1 




1 


1 


CM 


1 




r-l 


CO 


GO 




CT> 


a o 


Cm 


X 


PQ 


CO 


Cm 


i i 


1 


1 


• 


1 


1 


CM CM 


CM 


CM 


CM 


CM 


CM 


1 1 


1 


1 


1 


1 


1 


SB 

Z 53 


KH 


KH 


KH 


B 


KH 


Z 


X 


z 


X 


X 


Z X 


X 


X 


z 


X 


X 



WO 03/027246 



58/163 



0> 
O 



CO 



I 

•o 



£ 



O 
O 
O 

o 
o 



I 

to 



£ 

o 
o 

CO 

o 
o 
o 

or 



o 
I 



£ 



CO 



o 
I 



I 

or 

1 

or 

CO 

o 



I 

to 



t 

CO 

o 



UJ 

o 



I 

to 



o 

CO 

or 
o 



I 

to 



CO 

u. 

CO 

c 



i 

a. 



CO 
UJ 
—J 



I 

to 

OL 

o 



or 
— i 

CO 



or 

CO 



o 
I 



CO 

I 

o 
o 
o 

1 

o 

CL 
CO 



o 

> M 

I 



o 
o 
o 
or 



£ 

o 
o 

CO 



I 



g 
I 

o 



I 

to 



CO 

t 

5 



I 

to 



be: 



I 

«o 



I 

to 



CL 
O 

s 



CO 

O 

o 



I 

to 



o 



o 
or 



o 
I 



I 

to 



i 



or 
o 



i 

to 



3 



O 



o 



5 



CO 

o 



o 



o 



co lu 



or 

lo 



o 

I 



o 

CO 

o 



I 

to 



£ 

o 
or 



I 

o 



or 



or £2 



m 

CM 



CO 
CO — 



CM 



CO 



CO 
CO 



CO 



CM 

in 



CM 



in 

CM 
A 



m 

CM 
A 



CO 



co m 
cd co 



CM 



O) CO 

• ■ 

CM O 



cx> 
in 



CO 



oi m 
— cm o> — 

A A CM A 



r . CO 



in 



CM 
A 



CM 



CM 
CO 



en 



CM 



CM 



in cm 



m 



CM 
A 



CM 
A 



co 



co m 



CM 



CM 
CM 



CM CM to CM 
A A U- A 



_> CM] COl 
CM A I A 



f^J CMlCMloOl 
00 A A 



> 
"o 



tn 

C 
O 
Ol 

o 



co 

O 
C71 

o 



co 
O 

C71 
O 



to 



5 



o 

cu 



CO 

o 

C71 



cu 



CO 

o 

51 



CO 

o 



CO 

o 

C7t 



CO 

c 
o 
o 
o 



CO 

c 
o 



CO 

c 
o 



CO 



o 

C7 

o 

ll 



0> 

° & 

— » CO 



CM 

I 



CM 
A 



CM 

I 



CM 



CM 
I 



CO 



CO 



CO 



CO 



in cm 



CM CD 



o> 



CM 



CM 



CM 



CO 



co 



CM 
CO 



C7> C7> 



m 



u 



m 

CM 



m 

CM 



m 

cm o m »o 



CO 

•I 

cm|«H 



o> 



CM 



CM 



CO I CO 



1 £ 

o : 



o 
i 



o 

CM 



CM 



CO 



CM 



O 
O 



o 



CM 



O 



CM 



I 

m 
<5 co 



CM 



£ 1 

be! 



CO 



in 



o 

CM 



o 

CM 



CM 
UJ 
O 
CM 



O 
CM 



CM 



CM 



op IoIcdI 



o 
E 



CM 



co 



o> 



CM 



m 



CO 



CM 



CM 
CM 



CM 



CM 



m co 

CM CM 



WO 03/027246 



PCT/US02/30412 



59/163 




WO 03/027246 



PCT/US02/30412 



60/163 




Agonists and Antagonists Antagonists 

FIG. 6 



WO 03/027246 



PCT/US02/30412 



61/163 



Intra-receptor 
Binding 



1A 




Site 1 
O 
Site 2 



IB 



Inter-receptor 
Binding 



1A 



OR 





Di-Peptides 
Binding to IR 
replaces Insulin 



IB 




FIG. 7 



WO 03/027246 



PCT/US02/30412 



62/163 



u. 

ID 



0J 

k? 

CO 



T3 

c 

3 

O 
U- 



+ 
+ 
+ 
+ 



-+- + 
+ + 



+ + 



+ + + + 

4- + + + 
+ + + + 



+ + + + 

+ + + + + + + + + 
+ + + + + + + + + + 



+ 
+ 



+ 
+ 



+ + + + 



+ + + + + + + + + + + + + + + + + + 



covpcom^rrocNJCMcg 



n CM H 



Ol 

O C/) H III 

S K £l 

►J < 0U 
CO Q 



c 

■ MB 

4-» 

o 
Z 



(0 




o 



i-4 

^ M 



CM 



© O E X Q <S © *"* • 19 CD CO 



CM 



00 

CD 



WO 03/027246 



PCT/US02/30412 



63/163 



3 
O 



o 



+ + 
+ + 



U. 

erf 



O 

u_ 



+ + + 

+ + + + + 

+ + + + + 

+ + + + + 



+ + + + + + 



V l-H 



■a 
c 

3 

o 
u. 



+ 
+ 



+ 

+ + 



CD CO 

CD Cu 

> Ol 

U CD 

s s 

O o ai 



I 9 

H 

O 
LL. 



5C 



CM 

is 



CVJ 

(0 




o 

LL 

■ • 

CO 

§■ * Ol 

P W O < 
/R © O © <D ID o 



OS 
CD 

i 




Q. 

o ? 

"= O* *t 



< 
CD 



WO 03/027246 



PCT/US02/30412 



64/163 



u. 

ro ^ 



+ 

+ + 

O + + O- + 



+ + + + 
+ + + + 



3 

O 
ti. 



U. 



I- or 



+ 

+ + O 



+ 

o + o 



CO 



a 
w 

CO 
CD 

a: 




o o 

r n J! 5 ^ 69 2 
U a < u. u < 



CO 



CO 

U 

o 



CO 
CO 

u 

< 



CO 

u o 

>h CO 

Ui a. 

CO O-i 

2 E 

U CO 



> 



cu 

a 
a: 
a. 
a: 
a: 
s 

o 



H 

-a 

a: 

o 

CO 



O 
U. 

• • 

Q. 

i s 

en u> to o 



CQ 

2 



WO 03/027246 



PCT/US02/30412 



65/163 



O 



CX> 

CL 

a: 
i 

CO 

CO 

CD 
i 

a> 

CL 

a: 
ii 

CM 
LO 



CL 

a: 
i 

CO 
CO 
CM 

i 

o> 

Ql 

a: 
ii 

LO 

CO 

10 



CO 

a 
■ 

CO 
CO 
CM 

i 

CL 

q: 
ii 

CO 
CO 
LO 





05 


CO 




CL 


a 




a: 
i 


1 

CO 




CO 


CO 




CO 


CD 




CO 
1 


1 


CO 


CO 


n 


Q 


Q 




II 


ll 


II 


o 


a> 






CO 


CO 


LO 


LO 


LO 



o 

CM 

X 
II 

r-- 



CQ 
o 

UL 























LO 


CO 


o 


a> 








CM 


CO 


CO 




CO 


CO 






LO 


LO 


LO 


LO 


LO 


LO 




o 


• 


□ 


■ 


< 


< 


> 


► 




WO 03/027246 



PCT/US02/30412 




WO 03/027246 



PCT/US02/30412 



67/163 



m 

CM 



(D 

LL 



< 
C4 



CD 

LL 




U2 

CO 

II 



Q 

CO 



o 

o" 
o 



CD 
CO 

CO 




o 

o 



o 

CNI 



O 

o 



o 

00 



o 

CD 



o 



o 

C4 



(asuodsaj ujinsui ;o %) uojiejodjoom HC 



o 




—J 




a 


a 


a: 




LU 


LU 


U. 


LL. 


^ 


<: 


O 


a 


>- 


>- 


U- 


U- 


co 


CO 


LU 


LU 




Q 








CO 




CD 


II 


ii 


o 






a> 


CO 


CO 


CO 


CO 



o 

CM 



g 

LL. 



WO 03/027246 



PCT/US02/30412 



68/163 



120 



£ 100 - 



CO 

c 
o 

CO 



3 
CO 



o 



o 

2 

o 



o 
o 



CO 



80 ■ 



g 40 - 



- 20- 




SD (n=3 wells) 



60- H2o 




0.00 



0.01 0.10 1.00 

Compound ipM) 



10.00 



FIG. 12D 



WO 03/027246 



PCT/US02/30412 



69/1 63 




00 

CO 



LL 



CO 



E O 



_CO 

CO 



Q 

00 



o 

CM 



O 

o 



o 

00 




o 
o 



o 
o 



(asuodsaj uijnsu! jo %) uojiejodjoouj HC 



< 

CO 




COI 

CNj| cm 



CM 



o 

— ' 
-j q; 

a lu 

a: 

LU 

LL. . , 



5 CO 
U. LLI 

w Xi 



CO CO 



WO 03/027246 



PCT/US02/30412 



70/163 



St 

d 

LL 




O 

o 

fc o 



.55 
"55 

CO 

n 

Q 

CO 



• o 
o 
o 



o 
o 



LL 



O 

eg 



CM 

\ 




T3 
C 
3 
O 
Q. 

E 
o 
o 



(dsuodsaj unnsui jo %) uoijejodjooui H£ 





a> 


CD 


CL 


CL 


a: 


o: 
i 


i 


cu 


03 


03 


03 


CM 


CD 
i 


i 


CD 


CD 


CL 


CL 


a: 


o: 


ii 


h 




LO 




CO 


LO 


LO 



WO 03/027246 



PCT/US02/30412 



71/163 



CD 



(D 




< 

to 




00 

Q 

I 

CO 



OO 

Q 

i 

CO 
CO 



CO CM 

CD t- 

i i 

a. cl 

ii ii 

00 

CO CO 

to to 



WO 03/027246 



PCT/US02/30412 



72/163 



CO 

CO 

m 

t 



jo 

CO 

n 

Q 

CO 



o 

CM 



O 
O 



O 
00 




O 
CM 



-t=r 
o 
o 
o 



- o 
o 
± o 

: © 



o 

o 
t o 



■ o 
__ o 

: O 



O 
_. O 

: O 

m 

: o 



■ o 
o 
o 
o 
o o 



3 

o 

Q. 

E 
o 
o 



(dsuodsaj uiinsui jo %) uojjBJodJOOU! HC 



o 
o 
¥ o 



< 

CO 



2 



i2 
"53 

CO 

II 



Q 

CO 



CM 



o 
o 



o 

00 




o 
o 

° 

: o 



o ~> 

o S 

o 

O -D 



o 
o 



o 

1 o 
: O 



• O 
O 
O 

o 
o a 



E 
o 

o 



(esuodsaj utinsu; jo %) uotjejodjoau! HC 





00 


CO 


Q 


Q 


1 


1 


CO 


CO 


CO 


CO 


CNJ 


CD 




i 


1 


CD 


CD 


CL 


CL 


(Z 


01 


11 


11 




oo 


CO 


CO 


uo 


uo 



WO 03/027246 



PCT/US02/30412 



73/163 




WO 03/027246 



PCT7US02/30412 



74/163 



Q 

CO 

CD 

LL 



o 

CO 
LL 



CD 

CO 

CD 

LL. 



< 

CO 



s 






0 

co 

Y 



CM 
0) 

CO 



J~ 1 



CO 



CM 
CO 



r 

CO 



CM 
CO 







CM 


'to 




0) 








CO 




CO 


L_ 




1 



o 



o 

I 

o 




o 



WO 03/027246 



PCT/US02/30412 



75/163 



CD 
CO 

lo 



o 

o 
i 

a> 
o 
o 



I O 1 



K>l< 



hCH 



h-CH 



< 




CD 
i 



LO 

CO 
LO 



O 

O 
i 

a> 
o 
o> 

CO 

ai 



7 00 



T3 
C 

O) 



in 



CO 

o 
o 

I 

CD 
O 
CsJ 



9 



O) CL 

3 cS 

oo CL 

q a: 

CO CM 

i IT) IO 



► O □ < 



3 
CO 



0) 
O 
00 
CO 



i 

CM 



LO 
O 
LU 



(osty) Ad 



WO 03/027246 



PCT/US02/30412 



76/163 




WO 03/027246 



PCT/US02/30412 



77/163 




CM f- O 

• • • 

o o o 

(osty) A d 



WO 03/027246 



PCT/US02/30412 



78/1 63 

FIG. 22A 




Peptide or Dimer (log M) 



Symbol 


Peptide or Dimer 


Sequence 


A 


H2C 


FHENFYDWFVQRVSKK 


□ 


S291 


(Lig-GGG-H2C) 2 -9 


T 


RP9 


GSLDESFYDWFERQLGKK 


■ 


S375 


(RP9-Lig)-14-(RP9-Lig) 


O 


S337 


(RP9-Lig) 2 -23 


o 


S391 


truncated-(-GSLDE)RP9(-KK) 


• 


S390 


truncated(-GSLD)RP9(-KK) 


o 


S414 


(truncated(-GSLD)RP9(-KK)) 2 -14 


♦ 


S175 


G RVD WLQ RN AN F YD WF VAELG 


▲ 


S380 


(EE-short-S175-Lig) 2 -9 


V 


Linker 23 





FIG. 22B 



WO 03/027246 



PCT/US02/30412 



79/163 

FIG. 23A FIG. 23B 




Peptide or Dimer (log M) Peptide or Dimer (log M) 



Symbol 


Peptide or Dimer 


Sequence 


A 


H2C 


FHENFYDWFVQRVSKK 


□ 


S291 


(Lig-GGG-H2C) 2 -9 


T 


RP9 


GSLDESFYDWFERQLGKK 


■ 


S375 


(RP9-Lig)-14-(RP9-Lig) 


O 


S337 


(RP9-Lig) 2 -23 


o 


S391 


truncated-(-GSLDE)RP9(-KK) 


• 


S390 


truncated(-GSLD)RP9(-KK) 


o 


S414 


(truncated(-GSLD)RP9(-KK)) 2 -14 


♦ 


S175 


GRVDWLQRNANFYDWFVAELG 


A 


S380 


(EE-short-S175-Lig) 2 -9 


V 


Linker 23 





FIG. 23C 



WO 03/027246 



PCT/US02/30412 



80/163 

FIG. 24A 




Peptide or Dimer (log M) 



Symbol 


Peptide or Dimer 


Sequence 


A 


H2C 


FHENFYDWFVQRVSKK 


□ 


S291 


(Lig-GGG-H2C) 2 -9 


T 


RP9 


GSLDESFYDWFERQLGKK 


■ 


S375 


(RP9-Lig)-14-(RP9-Lig) 


O 


S337 


(RP9-Lig) 2 -23 


O 


S391 


truncated-(-GSLDE)RP9(-KK) 


• 


S390 


truncated(-GSLD)RP9(-KK) 


o 


S414 


(truncated(-GSLD)RP9(-KK)) 2 -14 


♦ 


S175 


GRVDWLQRNANFYDWFVAELG 


▲ 


S380 


(EE-short-S1 75-Lig) 2 -2 


V 


Linker 23 





FIG. 24B 



WO 03/027246 



PCT/US02/30412 



81/163 

FIG. 25A 




Peptide or Dimer (log M) 



Symbol 


Peptide or Dimer 


Sequence 


A 


H2C 


FHENFYDWFVQRVSKK 


□ 


S291 


(Lig-GGG-H2C) 2 -9 


T 


RP9 


GSLDESFYDWFERQLGKK 


■ 


S375 


(RP9-Lig)-14-(RP9-Lig) 


O 


S337 


(RP9-Lig) 2 -23 


o 


S391 


truncated-(-GSLDE)RP9(-KK) 


0 


S390 


truncated(-GSLD)RP9(-KK) 


o 


S414 


(truncated(-GSLD)RP9(-KK)) 2 -14 


♦ 


S175 


GRVDWLQRNANFYDWFVAELG 


A 


S380 


(EE-short-S1 75-Lig) 2 -9 


V 


Linker 23 





FIG. 25B 



WO 03/027246 



PCT7US02/30412 



82/163 

FIG. 26A 



CD 

O 

• MM 

o 

CD 
CO 



100 f — ^ — — ^ 



- 80 



60 



40 



20 



0 




Target: sIR 

Label: FITC-lnsulin 



-11 -10 -9 -8 -7 -6 

Peptide or Dimer (log M) 



-5 



Symbol 


Peptide or Dimer 


Sequence 


A 


H2C 


FHENFYDWFVQRVSKK 


□ 


S291 


(Lig-GGG-H2C) 2 -9 


T 


RP9 


GSLDESFYDWFERQLGKK 


■ 


S375 


(RP9-Lig)-14-(RP9-Lig) 


O 


S337 


(RP9-Lig)2-23 


o 


S391 


truncaied-(-GSLDE)RP9(-KK) 


• 


S390 


truncated(-GSLD)RP9(-KK) 


o 


S414 


(truncated(-GSLD)RP9(-KK)) 2 -14 


♦ 


S175 


G RVD WLQRNAN F YD WF VAELG 


▲ 


S380 


(EE-short-S175-Lig) 2 -9 


V 


Linker 23 





FIG. 26B 



WO 03/027246 



PCT/US02/30412 



83/163 

FIG. 27 A 




Peptide or Dimer (log M) 



Symbol 


Peptide or Dimer 


Sequence 


A 


H2C 


FHENFYDWFVQRVSKK 


□ 


S291 


(Lig-GGG-H2C) 2 -9 


T 


RP9 


GSLDESFYDWFERQLGKK 


■ 


S375 


(RP9-Lig)-14-(RP9-Lig) 


O 


S337 


(RP9-Lig) 2 -23 


o 


S391 


truncated-(-GSLDE)RP9(-KK) 


» 


S390 


truncated(-GSLD)RP9(-KK) 


o 


S414 


(truncated(-GSLD)RP9(-KK)) 2 -14 


♦ 


S175 


GRVDWLQRNANFYDWFVAELG 


A 


S380 


(EE-short-S175-Lig) 2 -9 


V 


Linker 23 





FIG. 27B 



WO 03/027246 



PCT/US02/30412 



84/163 



a 

9 



2 
© 



W H < O 



oo 

CM 
O 



CM 





WO 03/027246 



PCT/US02/30412 



85/163 



MBP-H2C bomodimers 




-20 0 20 40 60 80 100 120 140 160 180 200 

Time, in s 

FIG. 29 



WO 03/027246 



PCT/US02/30412 



86/163 




FIG. 30 



WO 03/027246 



PCT/US02/30412 



87/163 



CD 

CO 

m 

e> 

LL 



< 

CO 



o 



O i 




5 |lsuodsi§ unnsui ^ •/•) uoiliJOdJOOU? 



HC 



8 



s 

CM 




LO CD CO 

111 



^ . CO 

o ^ m 



i= CO o 
=3 t- csj 

co in m 
JE CO CO 



O 

CO 

CD 



.i 



WO 03/027246 



PCT/US02/30412 



88/163 




CNJ 
LO 

CO 



r 
to 



— r 



— r 

CO 



— r 

CM 



LO 
i 



CD 
i 



i 



CO 



O) 



CN 

CO 
* 



o 

CM 
LO 

7> 



ay 

LO 



CN 

O LO 

CN ^ 

§ 5 S 

^ r-; op 



o 
o 

CD 

CN S 



O 

o 
o 

cb 

CO CO n O 
CO CO co CO 
O CO ^ CO 
• 

• CO 
O O • 



^ CD 

T- O ^ O 

co tj- o 

O) N aj O 

O ^ *J CO 

O O 9 LO- 



CO 

o 



CO 



cr cu 
LU CO 



To O 

o 

to CO 



CL 

o 



o 

LO 

o 

LU o 

O LO 

o o 



CO 

CM 

CO 




(ost V) Ad 



WO 03/027246 



PCT/US02/30412 



89/163 

FIG. 33 



8. 



7- 

1 

E, 

8 4 

O 

1 3^ 

2- 
1- 



0 




-20 



HI 2.5 nmol/kg 
S519 20 nmol/kg 
Vehicle 



20 40 



60 80 100 120 140 160 180 
Time (min) 



WO 03/027246 



PCT/US02/30412 



0Q 

CO 
Li. 



< 

CO 

O 



90/163 




I 



-I 



8 



8 3 8 
6uipu;g aGeifcj iuaojad 



§8 8 8 8 38 

6u|puig aBety juaaiad 



-1 



CO 

4 



2 



- t 




2 



- * 



-1 



O 

e 
<*-» 

c 

8 

C 

5 

Q) 



Q. 
G) 
Q_ 



in 



CM 



<D Q) 




id m id m 

S888 








in 










9d 


CO 




Q 




q: 


CN 










o> 






CL 


CO 






Q 


» * 

CD 
CD 


• * 


» * 

CN 


CO 


CO 


CD 




CO 


» 


Q_ 


CO 




1 1 1 

CO 

o 

LL 



Q 

CO 

g 

LL. 



O 
CO 



WO 03/027246 



PCT/US02/30412 



91/163 



CQ 

m 

CO 

CD 




I 



- 1 



-I t 



- 4 



S 8 § 



< 

m 

CO 

u. 




I 



-I 



-1 



3 



8 ? 8 8 
6u;pujg e6eijd juaojad 



8 
c 

8 

Q. 



C 

o 



I I 

3 



IT) 



£ £ £ 



2 5 8 2 

CM CM CM CM 

uS uS uS uS 

ssss 

: I 



I ! 

! i 







in 




RP6 


, D81 


hage: 


OS 
Q_ 
DC 


8B12 


a. 


* * 


LJ 

* ♦ 




i 


CM 




CO 


Site 



cl p a 

CM Cl t 

10 5 5P O 

S8&& 

s S s s 



SSSS 



i I 
ft 

! i 



LU 

LO 
CO 

■ 

(D 

LL 



Q 

in 

CO 

CD 



O 

LO 
CO 

O 



WO 03/027246 



PCT/US02/30412 



92/163 



FIG. 36 

1.0 -i 




0.3 -\ 1 1 1 1 1 

0.001 0.01 0.1 1 10 100 

concentration (uM) 



WO 03/027246 



PCT7US02/30412 



93/163 



FIG. 37 



2.0 



1.8 



1.6 - 



1.4 - 



CL 

1 



1.2 - 



1.0 - 



0.8 




0.001 



0.01 



T 

0.1 1 

concentration (uM) 



10 



100 



WO 03/027246 



PCT/US02/30412 



94/163 

FIG, 38 



0.80 




0.40 H 1 1 1 1 1 

0.001 0.01 0.1 1 10 100 

concentration (uM) 



WO 03/027246 



PCT/US02/30412 



95/163 




(l/\|U0frfr) uouejamoJd l|90 



WO 03/027246 



PCT/US02/30412 




(lAluOfrfr) uoijejaHioJd ||ao 



WO 03/027246 



PCT/US02/30412 



97/163 



OJ Q_ 

a. cc 

i CM 

m S in m 

(O r- r- r- O) 
CO CO CO CO CL 

O Q O O f£ 

+4f f+ 




CO 



CD 



CM 



1- 

co 



c 

o 



o 
c 
o 

o 



o 
p 

CO o 



WO 03/027246 



PCT/US02/30412 



98/1 63 

FIG. 42 

1.6 -i 




0.4 H 1 1 1 1 — — — — 1 

0.001 0.01 0.1 1 10 100 

concentration (nM) 



WO 03/027246 



PCT/US02/30412 



T3 



99/1 63 



£-» H H H 



H H E-» 



•HMMWWMMM^MMMMrHI— IrtJhHMr-il—l 

Q 

oT VP U") 

rn • • o ■ • 



DC H n 
Q 

►J rH i-H rH rH CO 



inn^N030HH(NHOlHW\Da\MCJOOO^OOWrOHMnH(Mnn 



OiHrHOJrHi— Ir-frHOCNO 



i-HrHf-HtHOrHrHi-li-li-liHV0rHrH0%^ 



Cm • ch • ^ •cNOhn^Qou)MHO^innn^cn^^^ • ^ vo ^ • r- o\ • co 
HHMHinHininH^ooincNn^fNintNCNnHHrnniNfNcoiriin^^HVDH^ 



Cn m cn in oo co co oo r-ojr- rHo rooi 

nj .oo * vx> • • ■ o ■ h co n h co ^ oo . ca co cn in cr> vo ■ • • in in • ■ r* • • 

jjin • ^ • co o co • o in co co ■ ■ vo o - coo 

WH^Hco(NHH«)H^)ln^oco^volnH^^^^cooT^•f^^Jf^J(N^TfnHO^(^^n 



u 
cr 

QJ 
CO 



CO 

o 
o 
w 

H 



& ft 

< < 



5 



CJ CO 





ft CXi ft 

<t < rij 

u o o 



^ CO 

o u ft 

J S 

CO 4fe Oj 

CO w o 

Q ^ 51 

CO < 

< > Q 

a qi 

o < 

o < 



u U ft 
S < P* 




a. ft 
< Q 



ft" ft ft 2 ft 



ft ft ft 
< < < 
O O Q 



O co O 



Qi 



ft ft ft 

< < < < < 

o u o o o 




0 
c 
o 



< 

I 

ro 
n 
U 



fa 
O 



< < 

i i 

i i 

co ro 

ro m 

O O 

i i 

Pi a 

fa fa 

o o 



Lfl vo 



i i 

ro ro ro 

ro co ro 

0 o o 

1 I I 

ctf n£ oi 

fa fa fa 

o o o 



r- oo 

< < 

i i 

ro ro 

ro co 

U O 

i i 

Qi Qi 

fa fa 



o 

CO rH 

< < 

I I 

I I 

CO CO 

CO CO 

o o 

Pi Pi 

fa fa 

a O 



rH (N 

pH rH 

< < 

l l 

I I 

CO CO 

CO CO 

0 o 

1 I 

Qi Pi 

fa fa 



rH (N 

PQ PQ 
I I 

I I 

CO CO 

CO CO 

u o 

I I 

Pi Qi 

fa fa 

o o 



CO 

PQ PQ 

i i 

i i 

CO CO 

CO CO 

O O 

i i 

Pi Ct5 

fa fa 

o u 

M rH 



in vo 

PQ PQ 

i i 

t t 

CO CO 

CO CO 

i t 

Qi Qi 

fa fa 



r- oo 

PQ PQ 

i i 

1 I 

CO CO 

CO CO 

O O 

i i 

Pi Qi 

fa fa 

O O 

M M 



O 

CT\ r-i 

PQ PQ 

I I 

I I 

CO CO 

CO CO 

u o 

I I 

Pi Pi 

fa fa 



rH CJ 

rH rH 

PQ PQ 

I I 

I I 

CO CO 

CO CO 

o o 

Qi Qi 

fa fa 



rH (N 

O U 

1 t 

I I 

CO CO 

co CO 

U O 

i i 

Pi Qi 

fa fa 

o u 



CO ^ 

U O 

i i 

^ ^* 

i t 

CO CO 

CO CO 

0 o 

1 t 

Qi Qi 

fa fa 

O O 



i 



in vo 

O U O 

i i 

^ ^< 

i i 

CO CO CO 

CO CO CO 

e> a o 

I I I 

Qi Pi Qi 

fa fa fa 

u o a 



i 



o 

00 rH 

U U U 

I I 

i i 

CO CO CO 

CO CO CO 

O O O 

i i i 

P4 ptj Pt5 

fa fa fa 

o o o 



WO 03/027246 



PCT/US02/30412 



u 

oj _ ^ 

T5 Q P 

-HWMrf,MrHri,rH 

a 



W 
O 



100/163 



H H H MMMMMhHMMMMMMM 



H H H H H H 

M M M M M M M 

S 5G SC DC 33 EC W 



HU)l/1rl^0OHnH 



in cx> co co 

. o in n •THr^rH^CAr-roro<Tiror-«^r-roQO • • r- rH cn 

* . . CM CO H • 4 * 



j^^fvj.HojOrHoooor-rHCNroor-cnrgc^o^inrjt^ - o^c^ocorocncNOooojco 

3HlriHHHHHH^HHHH^^MnOHHHHnmHHHOOHO^HHH00HO 



pi cn cm r- crv cn o co 

Cur- • (D H If) r* (N H • O VD rH co 

Q . o i_n • • • (T^ VD n \o H 

M^rOiHLnOOiHCSlrHiHr^^Dr-liHrHiHiHCNr^ 



co OrHin in cn co a* o 

• 1-4 • . .00 • <X\ rH m (N *^ • • • • O 

. ro ^ ^ • ro ^ • vo o co o • 

^rorHrHcNincoOrHCDiHincNP-rHrHcorHrH 



£T> CN 



03 



• VO CN 



o 

• GO 



4_) O 0> * • rH 
[i] H H (N W n 



in 






rH 


in 






00 


O 






in 


• 




• 


• 


• 




• 


* 


• 


■ 


• 






• 


o 


O 




» 






rH 


CO 


CN 




rH 


ro 


CN 


CN 


rH 




cn 


CN 


rH 




CM 


rH 



CT> Ch CN 
CO o • • • 
• • fO H fO 



CN CT\ CN CN 



rH r- u> in cn p» 

CN VO rO CN © ^* 



rH O 



P4 

cd 



cd 
o 

o 

04 

CX 

u 

W 

w 

til 
u 
cd 

Eh 
CD CQ 

u <c 

C M 

CD CD 

3 !^ 

cr s 



& Pu Pu 

< < < 

O O Q 



(X & S A 




Oi 


a* 


a. 




O* 


< 


< 


< 


< 


< 


CD 


cd 


CD 


CD 


cd 



O* Ch &4 CU 04 04 



04 04 





04 04 





rH 


CN 


















rH 


rH 


rH 


CN 


co 




in 


VD 






CJ 
1 


a 
i 


Q 
i 


a 
i 


Q 


Q 
i 


Q 


Q 

\ 


Q 

i 








i 


^ 

i 


i 




i 




i 




CO 


co 


co 


co 


co 


co 


co 


co 


co 




CO 


CO 


ro 


co 


co 


co 


ro 


ro 


ro 




CD 


CD 


CD 


CD 


CD 


CD 


CD 


O 


CD 


CD 


i 


i 


i 


i 


i 


i 




i 


i 


C 


Pi 


Pi 


Oi 


Oi 


Pi 


Pi 


ai 


Pi 


oi 


o 


W 


En 


W 


W 


w 


fx. 




W 


W 


r-H 


O 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


o 




►H 




r- 1 


rH 


H-4 






rH 



O H (N 



Q 
i 

t 



co co 

Q Q 

t i 

I I 

ro ro ro 

ro ro ro 

CD CD CD 

i i t 

oi oi oi 

Cl4 Pt| (±4 

CD CD CD 



Q Q 

t i 

I I 

m n 

CD O 

i i 

oi oi 

U4 tn 

cd a 

»H M 



rH CN CO 

www 



I 



I 



i 

CO CO CO 
CO CO CO 

0 o o 

1 k k 

SS2 



in 

WWW 

I I I 

''f ^ 

I I I 

CO CO CO 

co co co 

CD CD CD 

i i i 

£ g £ 

CD CD CD 

H H H 



r-» co 

W W 
i i 

i i 

CO CO 
CO CO 

a cd 

eg 

CD O 



o 

ON rH 

w w 

I I 

I ( 

co co 

CO CO 

CD CD 

k k 

CD CD 



rH CN 

rH rH 

w w 

^ TP 

I I 

CO CO 

CO CO 

CD CD 

i i 

oi oi 

w W 

O CD 



rH CN CO 

Ch W U4 

I ( t 

^* ^ ^* 

I I I 

co co co 

CO CO CO 

CD CD CD 

t i i 

oi oi oi 

t*4 t*4 P4 

CD CD CD 

H H H 



•4< in vo 
www 

t i i 

vl' ^* ^* 

I I I 

CO CO CO 

CO CO CO 

CD CD O 

i i i 

oi oi oi 
WWW 

CD CD CD 

HI M M 



co 

W W 

i i 

i i 

CO CO 

co co 

CD CD 

s g 



W 
i 

<<* 
i 



O rH 

rH iH 

W W 

I I 



I 



I 

CO CO CO 

CO CO CO 

CD CD CD 

i i i 

w* £ w 

CD CD CD 

M rH rH 



WO 03/027246 



PCT/US02/30412 



H 

M 



U 

-a 
c 

-H 
CO 

X 
Q 

.J 



OS 

fn o 

O • 

M 00 



M 



in 



101/163 



MMMhHMMI-iMMisjjMMHMMMMM 



vo in 
in ^ ♦ • m 
• in h 

inr-rHiH-^(Nooin^ 



Eh 

M 



ro 



Eh H E-« 

M M M 
ffi DC DC 



• o 

CD 



HfN^^00CN00(MO\HHnH^ 



rH 

ffivjooorHma\<Nor^cr»Tj*<r> •ojocDH^coH^oooonh 

Q CN 

JOi-HrHiHrHrHrHrHrOOinOiHrHiHiHt-lOOiHrHOrvJi-H^r 



OS 




in 






rH 








m 




VO 




rH 






o 








rH 


in 








o 


Pu 




* 






■ 


* 




rH 


• 


VO 


* 


in 


■ 


00 






CN 


in 




• 


* 


rH 


• 


• 


• 


o 


• 


00 


• 


t 


O 






• 


o 


• 




■ 


CN 


* 


■ 


VO 


* 


• 


* 


rH 


ro 


« 


O 


ro 




M 




rH 


in 




CN 


CN 


in 




m 




CN 


rH 


ro 


in 




rH 


ro 




CN 


rH 


CN 


rH 


rH 


CN 


rH 







U3 






in 


00 




00 


VO 


ro 


CO 




rH 






00 




rH 












co 




nj 


vo 


• 


in 


• 


• 


• 




* 


* 


• 


• 


ro 


• 






■ 


rH 


• 


rH 


9 


• 


CN 




■ 


■ 




• 


r- 


* 


00 


CN 


CN 


• 


00 


ro 




vo 


• 




• 


• 




• 


O 


• 


CN 


ro 


• 


» 


vo 


O 


w 




rH 


VO 


rH 


CN 


CN 


in 


rH 


CN 


rH 


CN 


ro 


CN 


in 




rH 


ro 


CN 


in 


rH 


CN 


rH 




rH 


CN 



a^aaaaaaacijftCbaci^ajftft^Q* ft ft ft ft 
<<<<<<<<<<<<<C<<<<<<< <<<< 

ooooooooooooooooouoo cd cd cd cd 




Q 

o 
w 

< 

Q 
CO 

Pu 

a 
cd 
Pu 
:s 

CD 

Pu 

CO 

a 
o 

CO 

a 

a; > 

u cd 

c; s 

<u cd 

cr 

co a* 



J CO 

o s 

J CO 

& < 

pq W 

►h" ft 



o 
OS 

o 
< 



> 



s 

Q 



PU PU 

ft CO 

Q O 

OS CO 

a o 

co cj 

o us 

O co 



CO O 



CO OS cj 

> as > 

co a k 

W DJ ft 

a 53 cd 

OS Pu Pu 

2 *C > 

►h" ch a 

CD CD < 

< CD < 

J J 

o cd cd 

Q O CD 

En J 

CO Eh 

cd w as 

O !E ft 

u u o 

cd ft 

co co m 

PU Pt. > 

co co 




Pu 
Q 



H 
ft 



CD O 

CJ CD O 

3: 3: 3: 

CD CO S 

CD ft < 

25 q w 

CO US CD 

> > > 

CD U CJ 

pa < cd 

> ^ 

a cd 

Q Q 

JJL, Pu 

ft CO CO 

Q as us 

co <c 

u as 

PU >H 

o w u 

CO US CO 

O H W 

rH OS rfj 

CD CD CD 



Pu 

>r 
>h 
Pu 



< 





2 



ft CJ ft 
Q W Q 

S| CO S! 



a cj 
co co 



ft ft ft 



CJ 

2 ft ft ft ft 



CN OHM O H CN 

rHrHCNrO^invOt^»C^rHrHfHiHCNr0^invOr*-00a\rHrHrH 

PuooooouooooouacffiffiacKwascffiffiffisc 

I I I I I I I I I I I I I I I I I I I I I I I I I 
^sf* 

1 I I I I I 4 I I I I I I I I I I I I I 

rororOrnrnrororororororororororororo ro ro ro ro ro ro ro 

OOOOOOCDOUOUOOUCDUOOOOCDCDCDOCD 
<U i i i i i i i i i i i i i t i i i i i i i t i i i 

casasasasasasasasasasasasasasasasasasasasasasasasas 

rHOOOOOOOOOCDOOOCDCDCDCDCDCDOOCDCDCDO 



WO 03/027246 



PCT/US02/30412 



102/163 



CO 

u 

CD 
T3 

•HMMMMMMMMMMMMMMMMMMMMMMI-tMMMhHMWI-lhHM 



HOHW(NriH(NHn^H{N(N00 00(N^Ha)in00Oin vo v© 

• • • rO O • • O m rH rH ^ 

ftCAini/iHin^vo^inoovoincoori^uiin^Mfiinro ♦ • rH o 

W(N(N(NfNNHHHHHHHHCMHHHHHHHHH^^HHO\inh^in 



OHOHO^Hno(NOHHO\o3roocr\^cnHOoo^nno^a)fnofoH 
ctf 

WiHrHiHrHOrHiHr-lrHiHiHrHOOfHrHOOOfHrHOOrHi-JiHOOiHiHrHtH 



• » CN t*< rO CXi CT» 

O^^^rntNOOC^ONCot^vfJiovoLnin^rorofnrntNCNiHTHrH 

HM(NM(NC^lMMHH^IH^IHHHHHHHH^IHHHHH^^^\^)^^)ln 



cd 





O 


CN 


n 


O 


00 




o\ 


VO 


o\ 


lo 


vo 






m 






rH 












00 


CO 


rH 


rH 




vo 


























00 


• 


m 




• 


VO 


• 


vo 




• 


m 


■ 


* 


• 




• 




in 


CN 


00 


o 


CN 


a\ 


CN 


m 


CN 


rH 


rH 


• 


vo 




• 




■ 


o 


■ 


• 


ON 


rH 


rH 


in 


rH 






rH 




CN 


rH 


CN 


CN 


iH 


CN 


rH 


CN 


CN 


r-I 




rH 


00 


in 


rH 




rH 






rH 


CN 


rH 


rH 


rH 


in 



vo 

CN CO 

O • • co 

• ^ ^ rH 



o uuooauooocjuouoauoouoouoiuuaoiouu 
o uooouuooouauuuouauuouucjuauQoutj 

Q PPPPPPPPPPPPPPPPPPPPPPPPPPPPPP 

PUPPPPPPPPPPPPPPPPPPPPPPQQPPQPPP 
^tpSPPPPPPPPPPPPPPPPQPPPPPPPPPPPPP 

CD 

d 

O O rH CN O rH O rH O CN 

HHH^U>HTTH(NW)HrgHHHO\rlCnrorSr'rnH>in{OHCOHinVOinW) 

acQQ<<mwauoQ<ao^ffl<<cQ<ci4<o<mQWQPP<^ocj 



WO 03/027246 



PCT/US02/30412 



103/163 



to 
u 

•HMMMMMMMMMMMMMMMMMMMMMMMMMMMMMMMMM 




u 



a 

co^^inminnwrninn^^rnnrotjirirnfnnnMHnoiNNNHHHHfNHHHH 



cj>^OrHornt^^a3rvjoo^oooooroo>oororHu^oooc^o>ooiHT}*cNOOOoa\fN 



OS 

M O O rH rH 



OrHOrHrHOrHcHrHOrHOrHrHrHrH 



O rH O O O 



O rH 



OS 

[I^<^lr)lnlnnH\^)lnT^^no^o^^oo^\oroo^o^o^a)^^Oln^^oNHHHoooo^^^ 

a 



cn 

ro v£> vo o o o a> vo 

H «-* • o • • • • cm '{N^Hcno\t^^voro • mvoomvocrtomot^mmr^oooNCN 

I -00 • O CM O 00 • • H » • • O 

MlnHODHH(NHn^H{NooooT^<roHO^^^Hln l <f^Hoo^lnMn(^lneD(^l(NHHH 





CD 


OS 


OS 


OS 


cd 


OS 


OS 


OS 


OS. 


OS 


OS 




CJ 


CJ 


o 


u 


U 


cj 


CJ 


U 


CJ 


OS 


a 




OS 


OS 


OS 


OS 


OS 


OS 


OS 


CD 


OS 


cj 


OS 




w 


w 


w 


>* 


Oi 


Cxi 




Cxi 


Cxi 


•J 


Cxi 








cd 




















< 


OS 


a 










O 


a < 


o 




cd 


CO 


cd 


cd 


a 


cd 


> 


cd 


CJ 


CD 


o 




OS 


OS 


OS 


os 


OS 


g 


OS 


OS 


OS 


OS 


OS 




CO 


o 


u 


Cxi 


EC 




a 


s 


►H* 








o 


a 




OS 


OS 


o 


o 




►h" 












a 


OS 


Cxi 


o 




2 


cd 


a 


CD 




8 






CO 


OS 




OS 




o< 


Ck 


cu 






CO 


H 


cd 


H 








H 










cd 


cd 


cd 




CD 




cd 


CJ 


CO 


O 




! 






CO 








S5 


53 


3 


& 








^ 


> 






o 




CO 




CO 








S 




hH" 


| 


►H* 




•-5 








CO 


CO 


CO 




CO 






CO 


CO 


CO 








< 


W 


Cxi 


CO 






> 




CO 














►H* 








J 








u 


a 


CJ 


o 


cj 


CJ 


u 


a 


CJ 


u 


a 






CO 


CO 


CO 


CO 


CO 




CO 


CO 


CO 


co 






Sh 




Cxi 


>« 


PC 




>< 


>H 




X 






Cx< 




Cx, 


CX< 


Cx, 


En 






Cn 


Cx« 




H 






H 






u 




CO 




CO 














i*S 










fcS 




Q 


Q 


Q 


Q 


Q 


Q 


a 


a 


Q 


Q 


Q 




Q 


Q 


Q 


Q 


Q 


Q 


Q 


Q 


g 


Q 


Q 






a 


Q 


Q 


Q 


a 


D 


a 




Q 


Q 


one 










CN 












CN 


rH 


ro 


CM 


CN 




rH 


in 


CN 


m 


CN 




rH 


CJ 


Q 


< 


CQ 


Q 


CJ 


CO 


Cxi 




SC 


CQ 


o 



in 



o: 


OS 


a 


cj 


CJ 




CD 


CD 




< 


Cxi 


CD 


CD 




< 


Q4 


O 


04 


CD 


CD 


CD 


OS 




OS 






E-» 




to 


CO 


a 


2 


O 




1 




< 






CD 


CD 




CO 






rH* 








►J 






CO 


CO 


i 


> 


CO 








cj 


CJ 


a 


CO 


CO 


CO 






>* 


b 


En 


CX4 


H 




s 


i*S 






n 


Q 


Q 


Q 


Q 


Q 


o 


Q 


Q 




rH 




rH 


rH 


o\ 


< 


Cxi 


Cxi 






u 



O rH O CN 

^LDrHr^LnmmrHrOrHrHrH 



Q Q 
Q Q 
Q Q 



OS CO OS 

CJ CJ CJ 

OS CQ 

Cxi Q pq 

5 s s 

o a os 

Cxi CD CD 

OS CD 
> 
ft 

O O OS 

j a. Cxi 

H h Jh 

CD CD O 

CO ^ H 

< J H 
J J J 
CO CO < 

< w oi 

3 r^ 

o a u 

>h CO H 

>H JH >H 

C14 Cx* Lu 
^2 

Q Q Q 

Q Q Q 

P Q Q 



P 



VI> rH 
Cxi Ci* 



GO 
< 



CN 

r- 00 rH 
Cx, Cm Cxi 



rH CD 



WO 03/027246 



PCT/US02/30412 



104/163 




CO 



inmrimHin^^MO^MnfnnHonHO(J\ 

THtHiHrH»HrHrHiHrHfHrHiHT-lrHfHt— trHrSr— IrHO 



m 

o o\ 00 

. GO 

fH O O rH 



PS 



rorH<Noooo^a\(NOo<r»i-i 

f-HrHrHrHt— IrHtHrHOrHi-HrHOrH 



HO\o>i-iocr»oa\oor^ 

rHOOrHr-iOfHOrHi-IO 



04 

CD 

MiHf^iHrHrHiHrHiHrHrHrHi-HrHrHrHrHrH 



■ 

ro 

tHi— liHrHrHrHOOOrH 



i-irHooomcnoo 



CO 
I 

CO 



en 

i 

H rH i— I CO CO rH rH rH ^ 0\ (N H CO CN tH 



O^CNrHrOO^r^f-tr^rHrO 
rHOCNrOfOOrOrHOrHO* 



CD 





ps 


PS 


PS 


04 


a; 




OS 


as 


cd 


PS 




cj 


a 


CJ 


O 


o 






a 




cj 




PS 


PS 


PS 


PS 


PS 




PS 


cd 


o 


< 






CO 


Q 


Pa 


W 




pa 


pa 


o 


Q 








as 


2s 












a 




o 




o 


Pi 


a 






a 








o 




cd 


O 


cd 






cd 


cd 


o 




PS 


O 


a 


PS 


a; 




CJ 


PS 


u 






CO 


CO 




CO 




CO 




o 












cu 






5*s 






o 






W 




a 


w 




w 




Sf 


PS 






cu 


1 


o< 






04 










53 






H 


CO 










o< 






CD 


s 


Q 






CD 


§ 




cd 




g 


CO 














I 


1 






> 






►3 














h3 




i-3 


.-3 






.-3 


h3 


h3 


CD 






to 


CO 


CO 


CO 




Oi 


CO 








pa 


CO 


pa 


< 






> 


1 








-3 






►J 














CJ 


a 


o 


a 


CJ 




cj 


CJ 




u 




CO 


CO 


< 


CO 


CO 




CO 


CO 


CO 


co 


















5m 








Pm 


Pn 


Pu 


PL4 


p<4 




pL. 


Pu 


pH 


Pu 










CO 






B 


12 


B 






g 


ES 


« 


S2 


B 














P 


Q 


P 


P 


Q 




p 


P 


P 


P 




Q 


Q 


P 


Q 




CJ 


p 


P 


P 


Q 


=8= 


P 


Q 


CD 


Q 


Q 


s 


Q 


a 


Q 


Q 


ne 






















o 














iH 










a\ 


VD 


VD 










•<* 


00 


00 


u 


CD 


Q 


DC 


ta 




o 


O 


a 


CQ 


CJ 



PS 


PS 


PS 


PS 


PS 


U 


cj 


a 


CJ 


CJ 


PS 




cd 


CD 


CD 




pa 


pa 


pa 


pa 




CD 


s 






PS 


P< 




a 


P4 


CD 




a 


o 


CD 


CO 




PS 




Q 














a 






O 


o 


o 






a 










Oh 




CO 


H 




8 


H 


cd 


CD 


CD 












3 


CO 




i-3 






i-3 


»-3 




►3 


^3 


CO 




CO 


CO 


CO 


CO 




> 


> 


pa 








h3 




a 


a 


CJ 


U 


CJ 


CO 


CO 


CO 


CO 


CO 


5m 




5m 


5m 


>-« 


B 


Pu 


Pu 

B 


Pt4 

B 


Ph 


P 


B 

a 


Q 






a 


Q 


Q 


g 


§ 


Q 


Q 


Q 








o 


o 


iH 




rH 


rH 


rH 


rH 




pa 


cd 


a 




Q 



CD 
i-3 

CO 

CJ 
CO 

Pu. 



Q 
Q 

p 



VD 

CJ 



0% CA 0% rH r- 





CO 


PS 


PS 


PS 


PS 






a 


CJ 


a 


CJ 


PS 


CJ 


PS 


PS 


CD 


CD 


u 


CO 


pa 


Pa 


o 


pa 






CD 








pa 


04 


04 


o 


h3 


o 


PS 


CD 


CD 


CJ 


CD 


o 


cu 


PS 




PS 


PS 


PS 


O 


5m 




i-3 






O 


04 


04 


i-3 


04 


04 




04 


o 


CD 


04 






< 




04 


04 


i 


o 


04 






H 




04 


CD 




CJ 


CD 


CD 


CO 




g 




ft 


53 


CD 




CO 


CO 


M 




•J 


^3 


i-3 


h3 


i-3 






CO 


CO 


CO 


CO 


i-3 


s 


CO 


3 


CD 


> 


CO 




«-3 




i-3 


t-3 




u 




CJ 


CJ 


CJ 




CO 


i 


CO 


CO 


CO 


CJ 


5m 




>H 


X 




CO 


Pm 


Ph 


Pn 


PL4 


Pu 




M 


M 




B 






54 


54 






B 




P 


P 


p 


P 


P 




P 


P 


p 


P 


P 


§ 


P 


P 


p 


P 


P 








CN 








IT) 


r» 


rH 


^ 


00 


X 


a 


CD 


X 


CJ 


CD 



WO 03/027246 
Pi 

hH 

p? 



105/163 



CuooooooorHCNOjrom^LnLnoocrv 

O 

hHOOOOOOOOOOOOOOOOO 



PCT/US02/30412 



roroinvovDOOLDOoo 

rHi— iT-HrHrHr-HrHCNt-H 



pi 

Cn 

rnC0C0CNt£>VDOr-C0 

UDinO>VDlT)H(^rO 



cr»oooor-vDVDV£)V£)Lnin 
oooooooooo 



q lt> • oa ro m cm - von 

I^OOOOOOOOCNJCOrHrHrOi— l^rr^LT)r-ir»CNt-li— IiHtHVOiHiH 



cr\cot— ir^r- ro h in <n 

t-i -r- • • o lo oo o vi3 oo •inr-r^c^^cn^cNm 

vd h rn h -cm • cn rn 

HHHHHH^HOOHHUJin^CNJCOO^inHinHOOCOOO^^COh 

cn 

(T5OOCNliH(NCJ\r^V0*X)OVD^^00r**00Or^CNrHOfNl0>^ CO H 
H CM • • 

i— I r— I «H rH i — It— IrHr— IrHrHrHrHrHrHrHrHi — It— It— It— IrHi — I i— I «-H rH rH 



pa 



P4I 



o 



a 


o 


CD 


cd 


CD 


CD 


P 


o 




CO 


CO 


<: 


CO 




CO 


CO 


u 


u 


cj 


u 


cj 


u 


u 


u 


>h 


w 








<: 






Q 


cd 


cd 


o 


CO 


a 




o 


Cn 


Cn 


Cn 


CO 


Cn 


Cn 


Cn 


Cn 




►h* 








►h" 


►h* 


a* 


CO 


CO 


CO 




CO 


CO 


CO 


CO 


Q 


< 


<: 


CO 


< 


Q 


<: 




o 


CD 


cd 


o 


cd 


O 


o 


o 


:2 




t2 






12 


& 




Cn 


Cn 


>H 




Cn 


Cn 


Cn 


Cn 




rH* 










r-q 




w 


pa 






W 


W 


W 


w 




Da 


pa 




W 




W 


Ixl 




•J 




> 










> 


> 


> 


o 


> 


> 


> 


> 


a 


o 


CJ 


cj 


CJ 


o 




a 


hH* 




ij 






►J 






P 




P 


P 


P 








CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


a 


O 


CD 


o 


O 


o 


o 


o 


o 


o 


CD 


CD 


o 


cd 


a 


O 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


cd 


O 


cd 


cd 


CD 


CD 


o 


a 


a 


CD 


cd 


cd 


cd 


a 


o 


o 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


cd 


cd 


O 


o 


CD 


cd 


cd 


o 


a 


cd 


CD 


cd 


CD 


cd 


cd 


a 


CO 


CO 




H 


CO 


Cn 


CO 


CO 




> 


o 


> 


> 


a 


> 


> 




a 


a 




Cn" 




a 




Pi 


Pi 


Pi 


Pi 




Pi 


Pi 




< 


> 


> 


> 


> 


> 


< 


> 


Cn 


Cn 


Cn 


Cn 


Cn 


Cn 


Cn 


Cn 








52 


12 


3Z 








P 


w 


P 


P 


Q 


Q 


a 






CO 




53 




>h 


>-» 


Cn 


Cn 


Cn 


Cn 


Cn 


Cn 


Cn 


Cn 


53 


53 


53 


CO 


523 


53 


25 




w 


W 


O 


W 


W 


W 


W 


p 






tn 


o 






rc 


a* 


Cn 


Cn 


CO 


Cn 


Cn 


CO 


Cn 


Cn 












rH 






in 


CO 


GO 






tH 






« 


< 


< 


O 




m 







O 


O 


P 


a 


O 


O 




a 


O 




O 




H 


CO 


CO 


CO 


CO 


CO 




>* 


CO 




CO 


CD 


O 


u 


u 


o 


a 


u 




u 


a 




Di 










p 










a 






CD 


O 


Cii 


< 


o 


a 


o 




o 


o 




CD 


Cn 


Cn 


Cn 


Cn 


Cn 




Cn 




Cn 


Cn 




a 






a 








& 






> 






CO 


CO 


CO 


CO 


CO 


CO 


CO 




CO 


CO 


CD 


CO 


p 




CO 


< 


P 




< 




< 


< 


CO 


< 


CD 


r5 


o 




O 


o 


o 






CD 


Cn 










• 


• 




o 










• 






Cn 


Cn 


Cn 


Cn 






CO 


w 


CD 


CO 


Cn 




a 








h-3 






• 


Cn 


> 


W 


w 


w 




W 




W 




w 


Da 




pa 


pa 


w 


CxJ 


W 


w 


w 


W 




w 


w 


CO 


P 




> 






cu 




Cn 








< 


•J 


5 


Q 




> 


> 


P 


< 




•J 


> 


CD 


P 






u 


u 


CJ 


o 






u 


u 


CD 


o 


u 


•J 








•-^ 










Cn 




H 


a< 




tc 


<c 


Di 






PS 










CO 


CO 


CO 


CO 


CO 


CO 




CO 


CO 




CO 




O 


o 


o 


o 


CO 


o 




O 


a 


pa 


O 


§ 


a 




o 


a 


o 


o 




O 


a 


CD 


O 




CO 


CO 


CO 


CO 


CO 


CO 




CO 


CO 


CO 


CO 




o 


o 


o 


o 


o 


o 




CD 


CD 


CD 


CD 




o 


O 


o 


O 


o 


o 




o 


CD 


CD 


O 


a. 


CO 


CO 


CO 


CO 


CO 


CO 




CO 


CO 


CO 


CO 




a 


o 


o 


o 


o 


o 




o 


CD 


CD 


CD 




o 


o 


o 




o 


o 




o 


CD 


CD 


CD 


pa 


CO 


CO 






CO 


CO 




CO 


CO 


CO 


CO 


a. 


H 








> 


P 




> 


> 


> 


> 


> 


a 


• 


o 


O 




a 






a 




a 


o 














& 






u 


o 








p 






p 


p 


P 


CD 


Cn 


Cn 


En 


Cn 


M 


Cn 


Cn 




Cn 


Cn 


Cn 


Cn 


Cn 
















Sz 




!S 


52 




Q 


P 


P 


P 


P 


P 




P 


P 


P 


p 


P 






Jh 










>^ 












Cn 


Cn 


Cn 


Cn 


Cn 




Cn 


Cn 


Cn 


Cn 


Cn 






53 










53 


CO 


Eh 


5z; 


53 


W 


W 




W 




Cx3 




W 


w 


pa 


pa 




O 


a 




S3 




55 




53 










fn 


Cn 


Cn 


Cn 


Cn 


Cn 




CO 


Cn 


Cn 


CO 


Cn 






o 


H 






CM 




rH 








^« 


00 




i-l 




i-l 




00 


rH 




rH 


vo 




U 


•< 


Q 


Q 


a 


Q 


Q 


a 




P 


U 






P 


CO 






>* 


u 






Cn 


p 




w 


52J 


p 




pa 


pa 


w 












p 


CO 


> 




u 




u 










CO 


K 




p 


CD 


CO 


Cn 


CO 


> 


o 


Cn 


CD 




CD 


<: 


a 




CO 


o 


CO 




CD 




CD 


Cn 


CD 




CD 




CO 




CO 


pa 


CD 


o 


CD 




CD 


CD 


CD 


Cn 


• 


CO 




< 


> 


> 


^ 


p 


a 












Pi 


Cn 




> 


M 




Cn 


Cn 


Cn 


O 






3: 


CO 


P 


P 


P 


> 








CO 


Cn 


Cn 


Cn 








525 


i 


W 


pa 


pa 










5h 


CO 


CO 


Cn 


P 


in 


CO 


CM 


CM 




m 


a 





Cn 
Pi 

^ CO CO 

52 CD CD 

Pi CD CD 

h- 1 co co 

:2 a cd 

52 CD CD 

CO CO CO 

CD > > 

< a o 

co pi Pi 

a< p p 

> Cn Cn 

J 12 12 

P P P 

>H 55H 

Cn Cn Cn 

53 525 53 

pa Pa pa 

ffi a k 

Cn Cn > 



CM 

H O. H 
O (Q ffl 



WO 03/027246 
OS 

" 106/163 

O 

MrHCNCNCNCNc^rOCOCOCNrO^^VO*3<l>CO 

fa 

^ooooooooooooooooo 
pe!vocoLncNVOcor-o en in 

El, VO i— I LD • O m LD • rH 

Ocoroo^ocNOCN • ■ • rH • • ■ cm 

MrHrHrHrHrHrHrHrHr^inCOrH-^VOCNrHCO 



PCT/US02/30412 



co co r- C-» 
■ • • ■ 

n (N H H 



CO ^ VO VO 
■ • • • 

o o o o 



VO CN CO 
• • • • 

rH rH rH O 



cn 

(15 

H 



o 


VO 


oo 


rH 


O 


CN 


VO 


in 


to 


co 


CN 


o 


O 


o 


VO 


i> 


O 


in 

• 


VO 

* 


• 


in 

• 




VO 




in 






CO 


CO 


CN 


rH 


rH 




rH 


rH 


O 


rH 


rH 


o 


o 


o 


o 


CN 


o 


rH 


CN 




VO 


CN 


CN 


CN 


in 




CN 


CO 


r- 


CO 


VO 


r- 




CO 




CO 




































CO 


• 


• 


• 


VO 




VO 


r- 


LD 


IT) 


LD 


VO 


rH 


in 


• 


VO 


rH 


CN 


VO 


CO 


CN 


• 


o 


VO 




rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 




CO 


rH 


rH 


rH 


rH 


rH 


rH 




rH 


rH 


rH 



o 

CO 

6 



U 
co 

o 
o 

ex. 

3 

CO 

w 
w 

< u 

fa J 

DC DC 
CO CO 

O O 

CO CO 

O O 

o a 

CO CO 

o o 
o o 

co H 
> > 

o a 

fa fa 

IS & 

P Q 

fa fa 

• fa 
DC DC 
fa Cn 



O CN rH O 
CTir^VOinrOrHr^rHr^rHrHrOrHVO 




CO 

u 

a 

a 
i 

o 

2 



o 


O 


a. 




CO 


CO 


*C 


CO 


CJ 


a 


a 


u 




>m 






d 


o 




o 


fa 


fa 




fa 






o 




CO 


CO 


CO 


CO 


< 


fa 


o 


<« 


o 


a 


o 


a 




• 


• 




fa 


fa 


fa 


fa 


« 








w 


fa 


p 


CO 


w 




o 


fa 










> 


> 


> 


> 


u 


u 




u 




♦J 






DC 


dc 


p 




CO 


CO 


CO 


CO 


o 


o 


o 




O 


o 


o 


a 


CO 


CO 


CO 


CO 


o 


o 


o 


CD 


O 


o 


o 


a 


CO 


CO 


CO 


CO 


a 


o 


o 


a 


o 


o 


o 


o 


CO 


CO 


CO 


CO 


> 


> 


> 


M 


a 


a 


a 


a 


& 




a* 




p 




fa 


% 


fa 


fa 


fa 


fa 




& 






p 


p 


p 


p 










fa 


fa 


fa 


fa 








525 


w 


pq 




P 


DC 


w 




a 


fa 


CO 


fa 


fa 


CN 


o 






rH 


rH 


CO 


CN 


PQ 


0) 




u 



WO 03/027246 
OS 



PCT/US02/30412 



107/163 



Cx« .LOr^t^VDLnrOrHCOr^VDLnU^^VDVOir)^rnCNrHO(TvCT\COOOCO» 

O H 

HH^m^^^^^rOnnnnCNCMCNCNOJOJOJCMCNHHHHHH 

Pi 

fa 

oooooooooooooooooooooooooooo 



VD 



lo co 



00 



O CJ\ 00 





o 


CM 


LO 


00 


in 




CO 


• 


• 




CO 


• 




00 


VD 


LD 


CO 


• 


• 


LO 


* 


VD 


• 


in 


■ 


• 


• 




IG 
















O 


o 


« 


• 


CO 


* 


• 


• 


• 


■ 


O 


CO 


• 


CN 


• 


O 


• 




CN 


o 


■ 




in 




ON 


LO 


CN 


LD 


rH 


rH 


co 


CN 


rH 


VD 


vd 


CTl 






rH 


rH 


CO 


rH 




rH 


CO 


rH 


rH 


rH 


CO 






00 


co 


i-H 


CN 


VD 




r» 


CO 


CTV 




CO 


a\ 


CO 


r» 


VD 


o 


LT> 


CO 


cn 


CN 


00 


CO 




00 


CO 


crv 


rH 




o 


o 


rH 


CN 


rH 


O 


rH 


CN 


CN 


o 


o 


CO 


rH 


CN 


CO 


CO 


CO 




LO 


CO 


vo 




in 






r- 


tn 


LO 


Cn 
fd 








rH 








O 


CO 


LO 


LD 


CO 


a\ 


O 




r- 


CO 


<?\ 








LO 


CN 


CO 




CO 


o\ 


VD 




co 


• 


• 


• 




CN 






































in 


VD 






i 


* 


CN 


ro 


vo 


■ 


• 


rH 


in 


rH 


CO 




LD 


LO 


o 




CO 


CO 


CO 


CO 


• 




rH 


rH 


rH 


co 


O 


w 


0^ 


rH 




rH 






rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 




rH 


rH 


rH 


t-H 


rH 


rH 


rH 


rH 



Pi 

O 

H 



O 
CO 

Ul 

co 

H 

o 

fa 
►h" 

w 

> 

Ul 

K 

CD CO 
U O 

c a 

CD CO 

a 1 o 

CD CO 

co a 
o 

fa 

> 

o 
►H" 



rH 

> 

CO 

a 

> 

a. 
w 

o w 

CO ^ 

o o 

• Ul 

i-3 « 

ffi « 

CO CO 

O O 
O O 

CO CO 

o o 
o a 

CO CO 

o a 
o o 

CO CO 

> > 
a a 

> > 
fa fa 



o 

CO 
Ul 
Q 
O 

co 
< 

» 

►h" O 

W CO 

w o 

> O 

Ul fa 

O W X 

CO CO CO 

a u o 

OOP 

CO CO CO 

o o o 

o a o 

CO CO CO 

a o o 

o o o 

• o CO 

> > J 
o o o 

ps c*: 

> > > 

fa fa fa 

£ £ £ 




<D 
G 

O H 
rH rH 

CJ w 



U 
CO 
U| 

P Q 

> CO 

Q PS 

°i : 
a a 

a fa 

CO fa 

a co 



o 

CO 

U| 

3 

fa 

CO 



fa 

w 
w 

o 




o 

CO 

Ul 

p 
o 

CO 

p 
a 
w 
fa 
•J 
w 
w 
o 

h3 
cv 

CO 



O O 

CO CO 

o o 

CO CO 



i-3 

CO 

a o o 

o a a 

CO CO CO 

o o o 

a a o 

CO CO CO 

o o o 

O O O 

CO CO CXi 

> > > 

a a • 

Pi a; pi 

p > > 

fa fa fa 

* ^ s 

fa fa 

S co 

W Ixl 

tu K tr; 

fa fa fa 



U 

CO 

o 

CO 

fa 

51 

o 

fa 

w 
p 

o 

CO 

o 

O 

CO 

> 
o 

p 
fa 

g 

55 
W 

fa 



rH 

rH CN 
fa fa 



CN 

h H h 

o o w 



e> 



CN 

r^rHCOCT\CNCOrHinCOVO 

faOWWOWWWfaW 



CN 



O O 

OOHHCS^^lO^inHH 
OWWfaWWWWfafaW 



WO 03/027246 

m 108/163 

oi 

pUiOOCOr-^rOCNCMCMr-liHrHOCNOJO 

O 

hHrHrHrHrHi— IrHrHi— ii-HiHrHi— IOOO 

fa 

rn CM 

^vovo^r^r^coo^cocncncnovxjo 

iH 

pJoOOOOOOOOOOiH^VOCN 
M 

pi m CO H rl 

vo \d oj vo • • h vo • • cr» o in ^ 

U • • • •COLO • • (N H 

HLD^fN^HHCTi^HHhOOfNjOO 

^ o r-* 

i-H LO CO O CTv ■ CO (T» • CO i— I CN • m o 
Pi CO • • rH • • • rH • 

MrocNT-Hr*-OAr-ir-rnrHcr\r**c0iH^t<cn 

(Tjr-^r-VDO-^COfMCNrHC^tHr-O 

H vo 

i L/iHHOU)U30^^)rn^roroo 

Ex] r— I r— I i— I t— I r— I i — I r— I < — I i— I r-H ?— I r— I l — I H ID 



h cn h n n 

O H H CN O) 



LT) CO cr» ^ 

rH O O O O 



in n in in in 

O O O rl rH 



[> m <tf <£> 

o o o o o 

in 

(N r s o • 

• • • ^< • 

rl rl CN H CT| 



0 o 

CO cu 

01 Ol 

rH fa 

o a 

fa fa 

CO CO 

< < 

o p 

£ £ 

fa fa 

w w 

W Q 

>, >. 

CD CO CO 

U O O 
GOO 

0) CO CO 

2 O O 

tro a 

(D CO CO 

CO o o 

o o 

<C co 

> > 

> > 

fa fa 

Q Q 

*H *M 

fa fa 

S3 P 

Q W 

s: o 

fa fa 

c 
o 

H ^ (N 

o fa w 







CO 


CO 




CO 


Ol 




o 


X 






o 






fa 




> 








CO 






< 




< 


o 












►J 




Ol 






•J 


w 


o 


w 


Q 


CO 





J ol 

> CO 
Ol O, Ul 
A Ol ^ 
ffi O Q 

CO CO CO 

o < o 

o o o 

CO O CO 

O co O 

O rl O 

CO W CO 

O Q O 

0 O O 

CO CO CO 

> > > 
a • o 

01 & oi 

Q > > 

fa fa fa 

in >* 

fa fa fa 

S 13 CO 

Q W W 
SOS 

• Pu co 



i-4 CM 



Q 

Sh 




i-l rH <X\ xp rH 



fa 


fa 


fa 


fa 










Q 




P 


Q 


*H 


$H 


in 


in 


fa 


fa 


fa 


fa 




O 






Q 


w 


w 


w 




CO 




a 


fa 


> 


fa 


fa 


a\ 


CO 






W 


a 


o 


fa 



rl H CO 

O O fa w 



WO 03/027246 



Pi 
Cm 
CD 

HH 



Cm* 

o 

rH 



PCT/US02/30412 



109/163 



CO 

>i 

CI 
-H 

0) 

rd 
,3 
O 

rti 

CO 
ini 
CD 

a 

•H 

PQ 

fa 
CD 
H 



cohin^Dncvjoco^ro 

nnnCNCNCNCNHHH 



Pi 



Cm- 
Cm 
o 



rororo^^LnLnvor-r- 
oooooooooo 



vo ro rn 

• ^ r- ld • in vo cri vo 

O » ro • « • • ro 

Hn^OO\HCO^COChrl 



oi 



CD 

H 
i 



CNOrHroLDro^Lnr-cn 



n in h ^ in vo vo o 

oo 

t-h m lo m m • rH o o vo 

rH i — it— It — It — ICTSt — It— It — 1 H 



CD 

CO 
QJ Ol 
U >h 

a o 

tJ 1 CO 

a> <: 

CO o 
3: 

Cm 
►H* 

W 

w 
.-H 
> 

a 



o 

co 
o 

& 

CO 

o 
o 

CO CO 

Pu CD 
Ol o 

a co 

Cm CD 

0 o 

w • 

01 Cm- 
CD' > 

<: p 

W Cm 

a is 



cd o 

CO CO 

Ch Ol 

X >H 

Q O 

Ol 

►H- ►J 

CO CO 

< < 

CD CD 

Pi « 



►h 1 



> 



Q 



Q 
JU 

CO 



Ol Ol 

CO CO 

O CD 

O O 

CO CO 

o o 

O CO 

CO CO 

cd o 

O O 

CO. CO 

> > 

• a 

Pi Pi 

a a 

Cm Cm 

5 Q 

>H tH 

Cm Cm 

53 53 

Q W 

Cm Cm 



a 

CO 

Ol o 

JH CO 

J Ol 

w o 

Cm W 

►H- 

CJ1 Ol CD 

►M* PS CO 

X X Ol 

CO CO Jh 

cd o o 

a o 

CO CO i-^ 

O O Ol 

o o <: 

CO CO CO 

o cd cd 

o o a 

CO CO CO 

> > > 
• a o 

Pi Pi Pi 

> > Q 

Cm Cm Cm 

£ & £ 

p q a 

*H JH 

Cm Cm Cm 

Q S3 53 

O Q W 

tc o tn 

lXi Cm Cm 



cd 

CO 

y 

0 o 

CO CO 

01 Oi 

2% 

P CD 
O! ■ 

A Cm 

W Pi 

CO w 

CD Q 

CD 

CO > 

cd o 
o a 

CO CO 

o o 
o cd 

<C co 

> > 

• o 

Pi Pi 

> Q 

Cm Cm 

Q W 

Cm Cm 

CO 25 

> Cm 



CO 
CO 
CD 

i 

Pi 

< 
cd 

Ol 

cd w 

CO w 

oi a 

CO > 

o, oi 

o »^ 
O P 

CO CO 

<c o 
o o 

O CO 

co O 
J o 

W CO 
Q O 

o G 

CO CO 

> > 
• o 

Pi Pi 

> > 

&4 (M 

p p 

Cm 

^; co 

Cil w 

Cm CO 













o 
















<D 


rH 








H 








ro 


>< 


>< 


in 


C 




>< 


>< 


X 




« 












0 




















o 


OJ 




rH 


00 


00 




00 


co 


00 


iH 


rH 


vo 


rH 


rH 




O 


Cm 


p 


O 


w 


w 


Cm 


W 


W 




pa 




Cm 



00 

O 

CO 
CQ 
O 



-H 
CO 

u 
a) 
■d 
a 

-rl 

m 

Pi 
fa 



r- i— i co cn 

• • ■ • 

^ (N H H 



(N ID U) CO 
• • • • 

o o o o 



00 o CO 

CO • • • 

. CN ^ LT) 

H H H 



H CM CO • 

• ■ * ro 

CN VO C*^ rH 



rH ^ ^ 

■ « « • 

VO ^ LD VO 

t~H r"H r*H 




Cm Cm 

53 S3 
W W 



CN Tt* 
O Cm W W 



00 

b 
G 

-H 

CO 

>i 
U 

4-1 

o 

CO 
CO 

o 



-a 

-H 

CO 

u 
a) 

TJ 

d 

PQ 



fa 



in 


LD 


rH 


LD 


o\ 


vo 






ro 


rH 




CN 


CN 


ro 


LD 


o 


O 


O 


o 


o 








rH 


o 


CN 




■ 


• 


• 


• 


• 


O 


ro 


o 


LD 


CN 


rH 


rH 


rH 


00 


VO 




00 


ro 


O 


O 


CN 


ro 


in 


LD 




O 


ro 


CN 


• 


CN 


» 


• 


• 


CN 


• 


ID 


in 


rH 


rH 




rH 


rH 


rH 















































Pi 










> 










CO 










Cm 










O 










LG 








O 


TV 








CO 


Pi 






O 


O 


CD 


CD 


p 


CO 




Eh 


CO 


CO 


CD 


O 


Pi 


CD 


Pi 


• 


Cm 


> 








h3 




CD 


CD 


W 


K 


CO 


Cm 


Cm 


CO 


CO 


Cm 




a* 


O 


O 


O 


CO 


CO 


O 


Q 


O 




O 


CO 


CO 


CO 


O 


CO 


CD 


O 


CD 


CD 


o 


o 


O 


O 


CD 


CD 


CO 


CO 


CO 


CO 


CO 


O 


O 


CD 


CD 


CD 


O 


O 


O 


CD 


CD 


CO 


CO 


CD 


CO 


CO 


> 


•J 


> 


> 


> 




o 


O 


a 


o 






Pi 


Pi 


Pi 


% 




a 


Q 


Q 


b 


Cm 


Cm 


Cm 


Cm 














p 








s 


>* 


>< 


s 




Cm 


Cm 


Cm 


Cm 




25 


2: 


2; 


2; 


2; 


W 


w 


w 




Q 












Cm 


• 


Cm 


Cm 


Cm 


rH 










rH 






CN 




Cm 




Cm 


o 





WO 03/027246 



PCT/US02/30412 



110/163 




-15 -14 -13 -12 -11 -10 -9 -8 -7 -6 -5 -4 



Log [rG33] (M) 



FIG. 45 



WO 03/027246 



PCT/US02/30412 



111/163 




-15 -14 -13 -12 -11 -10 -9 -8 -7-6-6-4 



Log[rD815|(M) 



FIG. 46 



WO 03/027246 



PCT7US02/30412 



112/163 



100- 
£ 80- 



m 
o 



CO 



60 - 



40 - 



20 ■ 



0 




y—r * i a '-"i — i — i — i — i — » — i — i — i — ■ — r 

-15 -14 -13 -12 -11 -10 -9-8-7-6-5-4 



Log [RP9] (M) 



FIG. 47 



WO 03/027246 



PCT/US02/30412 



113/163 



100 - 



80 



CD 

.9 60 -\ 



o 

8. 40- 
C/) 



20 - 



0 



o 



O O 



O O 



IC 50 = 6.24x 10' 7 M 




—i 1 ■ i i i i i i i ■ i ■ i ■ — r » 1 ' — i 

-15 -14 -13 -12 -11 -10 -9 -8 -7 -6 -5 



-4 



Log [D815-6-G33] (M) 



FIG. 48 



WO 03/027246 



PCT/US02/30412 



114/163 




-15 -14 -13 -12 -11 -10 -9 -8 -7 -6 -5 -4 



Log [D815-6-RP9] (M) 



FIG. 49 



WO 03/027246 



PCT/US02/30412 



115/163 




-15 -14 -13 -12 -11 -10 -9 -8 -7 -6 -5 -4 

Log [D815-12-RP9] (M) 



FIG. 50 



WO 03/027246 



PCT/US02/30412 



116/163 



100 - 




-15 -14 -13 -12 -11 -10 -9 -8 -7-6-6-4 

Log [IGF-1] (M) 



FIG. 51 



WO 03/027246 



PCT/US02/30412 



117/163 



o 
o 
c 
o 
o 
w 
o 

o 

3 



> 
o 



10000 
9000 
_ 8000 

E 7000 
c 

g 6000 

<£, 5000 

4000 - 
3000 - 




600 1200 1800 2400 

Time (seconds) 



3000 



Buffer Only 
30 pM 1GF-1 
100 pM H2C 
100 20E2 
100 >tM D8(B12) 
100 jiM RP6 



FIG. 52 



WO 03/027246 



PCT/US02/30412 



118/163 




FIG. 53 



WO 03/027246 



PCT/US02/30412 



119/163 



§ 



a 
w 

CO 



PS 

Ph 
O 
H 

as 

H 



HN^HnNNNnoroMHOJ^ojoocnn^HHHHriHinHnnHnHHfMinHVD 
oooooooooooooooooooooooooooooooooooooo 



Pi O VO CN (T» ^ IT) CD 

Pu iHr-r-'^j*<TiCNcnvDa>u>ov l £)oor^TrcNO^vor- • • • cn ■ t-h oo lo o • <a< • • ro cn • r- 

© in m ■ o • • • • oj * n co • ■ o 

H 0^^(NOOCN^ln^(N^^U>^lONTl^H^^ntNO^HHHlnH(N^^O^H^HHVO(NHH 



Pi 

H 



rlH^HHHlnoo^^(^oo(^JtNro^oo^ou)OOrlconvDa)m^Hoomo^Hln 

H(NfnHnNHH(NHHHHH(NHmHOHrlHHHMHVDHnnH^HONir)HW) 



PS roocric^voLnooooovD^^oor-mnooo 

Pu coco<xiuDfH[>v£)rocx3LnLncncoocnr-rHocrir-- 

CD inin^^^Tr^nnrnforofMPKNMMO 

H O^O^a^a^O^00 00 C0^^^U)\£lU)mlJl^M<(N(NHHHHHHHHHHHHHHHHHH 



O) ^ ^ cDhHiNinhnr-^ ^ vr> co CNoor-(NoommiDir>o>r-a»r-imTHLn(Nr- 

Ctf --CO • • ^ ' CM 0\ H 

W ' — I ' — 1 t — I i — I rH rH i — I i — I rH i— ( i — I (T\ 1 — I i — I CT\ rH r~- VO PI r— I i — t i — I rH i — t i — I i — I i — I rH i — ( i— ( r— I rH i— ( rH i-H i — I rH 



cd 
Ph 



oi 
u 
oJ 
w 
s 
cu 

cd 
Pi 
s 

o 
cu 

o 
J 



Oi 
u 
oi 

> 
cd 

o 
cd 
x 

PU 
OS 

Pi 
a 

►J 

3 




cd 




Pi 


Pi 


CtJ 


Pi 


X 






OJ 


OJ 


Pi 


Pi 


Pi 


Pi 


Pi 


Pi 


oi 


PU 


oi 


u 


CO 


CO 


CJ 


CJ 


CD 


oJ 


CO 


CJ 


CJ 


Ph 


CO 


CJ 


CJ 


CJ 


a 




O 


CO 


OS 




a: 


CD 


CO 


Pu 






O 


CJ 


o 


> 


Ph 




CO 


cd 


a. 


pa 


PO 


% 


Q 


CD 


Q 




pa 


M 


pa 


pa 




Ch 


Q 


pa 


pa 




CO 






cd 


CD 


O 




O 




cd 




CJ 


Ph 










cu 


Pi 


cu 


Eh 


< 


> 


< 








Ph 


§ 


Ph 


CO 


o 


o 


Pi 


Ph 


o 


B 


o 


O 


cd 


cd 


CD 


cd 


g 


cn 


cd 


o 


o 


CJ 


Eh 




CD 




cj 




Pi 


cd 


cj 


o 


1 






u 


cd 


oi 




Pi 


CO 


g 


Pi 


8 


00 


Q 




o 


cd 








Q 


53 


CO 


o 




Q 


53 


53 


53 


pa 


Oh 


CU 




*i 


ex. 




CU 




CO 


CU 




CO 


CO 


PU 


Ph 


CO 


a, 


Pm 


o 


pa 




W 






a 


t-H 


1 


o 


oi 






pa 




pa 


O 




cu 


CU 


OJ 


1 






cu 


OJ 




Eh 


Ph 


Ph 


Pa 


Pi 






Ph 






Eh 






CO 


Eh 


Eh 




CU 




Eh 


Eh 


CO 


H 


Ph 


Eh 


o 


Eh 


CD 


o 


CD 


O 


cd 


cd 


CJ 


a 




CD 


CD 


O 


a 


CD 


CD 


CD 


a 


CD 


H 


Eh 


Eh 




CO 


Eh 




CO 


a 


53 


53 


CO 






H 




CO 


Eh 




t-J 


> 


> 




> 




5 


> 




t-H 


^ 


> 




> 




> 






t-H 






►J 




















»-H 


1-3 






MAS 


LAS 


LSA 


LAC 


MAS 


LAS 


LAS 


LAT 


LDS 


LAS 






LAS 




LA. 


LAS 


LAS 


LGS 


CJ 


cj 


CJ 


u 




u 


CJ 


cj 


CJ 


o 


CJ 


O 


CJ 


CJ 


CJ 


CJ 


CJ 


a 


CO 


CO 


CO 


CO 




CO 


CO 


CO 


CO 


t-H 


< 


CD 


CO 


CO 


CO 




CO 


CO 




>- 


>H 


>H 


>• 








>H 


rH 




>H 




>H 


>H 








Ph 


PU 


PU 




Pu 


Pu 


Pu 


Pu 


Pu 


Ph 


Ph 


Ph 


Ph 


Pm 


Ph 


Pm 


Ph 


Ph 


CO 


CO 


Eh 


Eh 


< 


Eh 




< 


Eh 


M 


Ph 


53 


>H 


Eh 


53 


Eh 


Eh 


Eh 



Eh 
CO 

i*i 



Pi Pi Pi 
CJ CJ CJ 

Pi HH Oi 

pa > q 

CD Pi Oi 

Ph O Ph 

CD CD CD 

Pi Pi Pi 

CO >-< 

< Pi 

i-3 Pa 

Oi Ph CO 
H Eh CO 

CD CD CO 
J .-q J 

3*33 

CJ CJ CJ 
CO CO CO 

>* >H >> 

Ph Pm Pu 

X OJ Eh 



pa 



oi CO Oi 

CO CJ CD 

Pi oi oi 

pa 2 pa 

Oi CD 

Eh 

CD CD CJ 

OJ CD Pi 
53 OJ 

CJ CD O* 

O O 1-3 

fit Cm Ph 

< PU Cm 

CD CD CD 

CO CO < 

J J J 

h) H 



CD 

Eh 



53 53 



OJ OJ PU 

CJ CJ 53 

oJ oJ S 

cd Pa pa 

^ & 

CD co 

CD CO CD 

Oi CD CJ 

CO PU CU 

pa a ^ 

CU PU PU 

< < H 

CD CD CD 



Pi OJ OJ 

u US 

cd Pi a 

Q CD CD 

CD 2 S 

cu cu 2 

CD CD CD 

53 2 § 

cu a cu 

a x cu 

PU PU PU 

Eh PU Ph 

CD CD CD 

Eh Eh 



hH 

a 

CD 
Oi 
CO 



HH 




CJ u 

CO CO CO 

>H >H >H 

PU Ph Ph 

Eh Eh Eh 



OJ X OJ 

CD CJ CD 

Oi OJ CD 

pa pa pa 

s co 

o cu 

CJ o 

oJ Pi 

53 2 

Eh Eh 

»-H CD PU 

pu oi co 

Eh CO • 

CD CD CD 

^ t-3 

• CO 

(JUL) 

CO CO CO 

>H >• >H 

Pu Pu Pu 

Eh CO Eh 



U3 



n 

> a) 

a 

vo o 
CU 



c 

CT> 

H i 
CO VO 
tt) Pu 
CJ Q Oi 







CN 












t-H 




ir 












«-» 






CN 






CN 








o 






CN 


rH 


O 


o 












CTV 




t-l 


«— i 






00 


CO 


iH 


CO 


CO 


VX) 




vo 




vo 


i-H 




in 




VO 


m 


f-4 


in 




r- 




LD 


LD 


t-H 


rH 


rH 


t-H 


vo 


vo 


LO 




m 


Pu 


pa 
i 


X 

1 


o 

t 


CD 


ca 


CD 


CQ 


Q 


Q 


Pu 


CQ 


pa 


CJ 


PQ 


X 


Pu 


< 


X 


< 


CD 


CD 


CQ 


CJ 


Pu 


CD 


CJ 


pa 


Q 


pa 


CQ 


CD 


pa 


Q 


Pu 


Pu 


a 


CQ 


1 

OJ 


OJ 


PJ 


OJ 


OJ 


i 

OJ 


i 

OJ 


i 

OJ 


I 

OJ 


t 

OJ 


1 

OJ 


i 

OJ 


i 

OJ 


i 

OJ 


i 

OJ 


i 

OJ 


» 

OJ 


i 

OJ 


i 

OJ 


i 

OJ 


i 

OJ 


i 

Pi 


1 

OJ 


i 

OJ 


i 

OJ 


1 

OJ 


1 

OJ 


oi 


1 

OJ 


Oi 


OJ 


1 

OJ 


i 

OJ 


OJ 


OJ 


OJ 


1 

OJ 


Oi 


Pu 


Pu 


Pu 


Pu 


Pu 


Pu 


Pu 


Pu 


Pu 


Pu 


Pu 


Pu 


Pu 


Pu 


Pu 


Pu 


Pu 


Pu 


Pu 


Pu 


Pu 


Pu 


Pu 


Pu 


Pu 


Pu 


Pu 


Pu 


Pu 


Pu 


Pu 


Pu 


Pu 


Pu 


Pu 


Pu 


Pu 


Pu 


CD 


o 


O 


O 


CD 


CD 


CD 


CD 


CD 


CD 


O 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 



I I I I I I I I I I I I I I I I I I I I I I I I I I I I t I I I I I I I I 

CMOJoiCMpJPiPiPio:piPiPioioJCMa:piPiDioioio^ 



WO 03/027246 



PCT/US02/30412 



120/163 



§ 

o 

H 

at 
w 

CO 



PS 

CD 
h 

\ 01 h in r- o 
« 

M O O O O rH 



CN O 
O rH 



PS 



Pi 

(xi V£> 

© . . . 

H lo r- CM 



O) ^ O (N O 
H H 



CO ^ U) ^ n fN O 



rH rH O rH O rH 



p; n H H 

• • • m m (N rH 
U o o o . « . • 

HrHrHrHrHrHrHrH 



Oi vo 




CTi 


00 


V£> 






«J • 


00 


• 


* 


* 


rH 


CO 




• 


o 


o 


o 


• 


* 


H rH 




rH 


rH 


rH 


rH 


CM 



CD 

m 



OS 


1* 


OS 


os 


OS 


os 


OS 


o 


o 




u 


o 


u 


u 




OS 




OS 


OS 




OS 


o 


w 


w 


w 


w 


Q 


1 






o 










CO 




& 


o< 


04 




o 


< 


u 


o 


o 


>* 


o 


o 


CO 


OS 


u 


0^ 


oi 


OS 


OS 


CO 






S3 




z 


CO 


g 


a. 


H 


& 


a* 


Cm 


& 




O 


►J 


O 


a 


o 






a. 


PL. 


& 






CO 


CO 


CO 


> 




CO 


o 






O 






o 


o 


Q 










H 




CO 




5 
















►J 




OS 








LA. 


MAS 


LAS 


LAP 


Q 


IPP 


u 


U 


o 


U 


u 


O 


u 



CO CO CO W >h CO CO 
Jx >h >* >. w >« CO 
CpCuf^Pi^feftiCiH&u 
COWH>E-«t-HHH 









o 




o 


CM 










rH 


ro 


rH 


rH 


ID 




Q 




tu 


O 


PQ 


O 


< 




i 

OS 


i 

OS 


I 

OS 


i 

OS 


OS 


t 

OS 


i 

OS 




Cn 


0. 




Pn 




ix. 


[14 




O 


o 


o 


o 


O 


o 




d) 


M 


n 


rH 


rH 


rH 


rH 


M 


cS 


I 


i 


1 


t 


1 


1 


1 


o 


VD 






vo 


\o 


vo 


vo 


rH 


Oi 


cu 




& 


cu 


a* 


a* 


O 


OS 


OS 


OS 


OS 


OS 


OS 


OS 



WO 03/027246 



H 
CO 



121/163 



os 

Cm 
CD 
M 



oo(^^oo<^o^^^u)(rvu)o^na)^u>(^(no\o\i^coinor >k Ooo , ioo(^o\ooooohOr v 

OOOOOOOOOOOOOOOOOOOOOOOrHOOOOOOOOiHOrHO 



PS 

H 

PS 

o 

M 



mrHi-lrOrHrH^«inVDi-ir-'i-Cr^m«-lin 
THrHrHrHt-lTHr-*rHr-*tHi-lrHrOrHr-»«H 



HHNH^nooO^NHfNHHNMOinO^ 



vo r- cn on © ld co in r- rH o on rH o co vo o on r- 

VO CO ♦ CO • * • LD • * * - [""~ ^ [ — • \£> • •t** • 

I rH CO CO O CO CN O • • CN » rH • O (N • H (N H H • » • CN ♦ O O ■ O 
I HHHHHHHO\COH^rlr')rlrlC0HHrlH0O(^\I3rl(DHH(^r) 



• ON t** -00 • O 
rH • • t— I • rH 
H CT\ (T\ H h H CO 



PS 
W 

CD 
H 



o(^ln(N^^^Hoa)l/1tr^rnnoiHO(D^^^n(^l(N^loomo^oo^u)vol^ll^l'f 



(0 
H 

i 

W 





ON 


U> 


O 


00 


CO 




CO 


VD 


LTl 




O 


ID 


VD 


CO 


rH 




LD 


rH 


O 


O 


O 


GO 


LD 


CO 




o 


co 

■ 


CN 


ID 

f 


ON 


rH 

• 


on 


rH 

• 




CN 


1 


O 


CN 


co 


rH 


o 


CN 


CN 


CN 


rH 


rH 


LD 


rH 


O 


O 


rH 


rH 


rH 


rH 


rH 


O 


O 


O 


O 






O 


o 


O 


O 


• 


o 




rH 




O 


1 


rH 


iH 


tH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH ON 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


on 


on 


rH 


rH 


rH 


rH 


on 


rH 


on 


i-H 


ON 


rH 




CU 

5 



oios w 

Z O J 

a o 
a < 

§co 
o 

< oi > 
oo w 

a § u 

moo: 

n S K 

O > Q 

cu < oS 

J w o 

W W H 

< PS W 
O < 

o 2 
w a 

Q W 

> cd 

< s 

cd cd > 

W oS -3 

CD CD CD 

_3 -3 
o o o 
a: os os 
www 
www 
S 5: S 

Q Q Q 

WWW 

CO CO CO 

www 
a q q 
J J J 

CO CO CO 

cd cd cd 



w 
os 

w 

Q 
> 



cd 


cd 


o 




cd 


O 


CD 




OS 




o 


cd 










g 


CD 


CD 


w 




*s 


< 




8 


H 








> 




z 








o: 


CO 






Q 




o 




cd 




CtJ 




s 






J 


CO 








w 




E-« 




hH 


cd 


cd 


cd 


§ 


a 


o 




W 


a 




Q 


< 


Oi 


W 


o 






CO 


CD 


r 


CO 




CO 


o 


o 






>" 


3 


cd 


CO 




cd 


> 










<c 


Cu 


w 


OI h3 


os 






1 




Q 


a 


CO 


s 




cd 




CO 




u 


CO 


cd 


< 




*s 


cd 


o 


rH 




o 


w 




cd 


CO 




w 


Q 


s 


CD 


o 


CO 




OS 


*3 


Eh 


fc*S 


OI 






Q 


CD 


> 


cd 


> 




Oi 


Oi 




OS 


CO 


CD 


CO 


cd 


cu 




cd 


O 




OS 


CD 


^ 


> 


o 


cd 






Q 


s 


> 


OI 




a 


os 


cd 






Oi 


Oi 


CO 


CJ 




cd 


cd 




cd 


w 


O 


> 


CO 




O 


o 




CO 


cd 


oi 


rH 


CO 


CJ 




w 


cd 


CO 


cd 


§ 


CO 




CO 








g 




os 






O 






a 






2' 


cd 


cd 


w 


CO 


% 


CO 








o 


OS 


> 


Q 


hH 


CO 


X 


CO 


CD 




o 


cd 


cd 




O 


CD 


CD 


CD 


CD 










•-q 










•-q 


o 


o 


a 


a 


O 


o 


o 


o 


O 


O 


os 


a: 


os 


OS 


OS 


Oi 


OS 


OS 


OS 


OS 


w 


w 


w 


w 


w 


w 


w 


w 


w 


W 


w 


w 


w 


w 


w 


w 


w 


w 


w 


W 


& 




& 




3= 








s= 




a 


Q 


Q 


a 


a 


Q 


D 


Q 


Q 


a 


>H 


>H 


>• 


>* 




X 


>< 








W 


w 


w 


w 


w 


W 


w 


w 


W 


w 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


w 


w 


w 


w 


w 


w 


w 


w 


W 


w 


a 


Q 


Q 


a 


S 


a 


a 


Q 


Q 


Q 


►3 


►J 


h3 








»j 








CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


O 


cd 


o 


cd 


O 


CD 


o 


CD 


CD 


CD 





§ 




CO 






Q 


Eh 


OS 


CU 


CD 


O 


CD 


CO 






& 


OI 






CO 


< 


a: 




CO 


OI 


M 






3 


CD 






CU 


i-3 








OS 


•J 


CO 


8 












OS 


CD 




< 


3 


CU 


CD 


CD 






CD 




w 


OS 


§ 


CO 


CO 


Q 


IG 




CU 


CD 






OS 


8 




w 




Q 


os 


OS 


t*S 


CD 


CD 






CD 


CO 




CO 


CO 


> 


Eh 


CD 


CD 


CD 










53 


os 


CO 




Q 




CD 


OIO 


CD 


§ 




CO 






§ 


CO 


< 




CD 


>* 




CO 


CU 


CD 


1 


IG 




CD 




w 


CO 






hi 


Q 




bS 


OS 








w 


OS 




§ 




> 


OS 


O 


OS 


Q 




> 


oi a 


w 


r: 






CD 


Oi 




> 


CO 


W 


CD 


CD 


CD 




w 




> 


CD 


CO 


CU 




OS 


OS 


s 


W 


OI 


OS 


Q 


04 






oi os 


Eh 




Eh 


CO 




CO 


CD 




CD 


CO 




OS 


CD 




w 




CD 




CD 








:* 


CD 






OS 




CD 


% 


OS 




CO 










CD 


CD 


s 


> 


CD 


OS 


CD 


s 


X 




CU 






OS 




O 


w 


w 




CO 


OS 




w 




CU 


CD 


CD 




9 


OS 




OS 




CD 


CO 


CD 


2 


a 




> 


CO 


hH 


w 


OS 


HH 


OS 


Q 


Eh 




CD 


CU 


w 


CD 


CD 


w 


< 


Q 


EH 


w 


w 


CO 


> 


CU 


Q 


< 


CD 


> 


< 






CO 


CO 


Q 


>< 


OS 


OS 




w 




CU 


CD 


W 


g 


CD 


CD 


CO 




OS 




W 


CD 






CD 


w 


a 


CO 


o, 


% 


W 


CD 


CO 


3 


CU 










CD 




> 






CO 


OS 


w 




< 






CO 






CD 


CD 


o 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


8 


CD 


CD 


§ 


►-3 






►-3 




.-3 


>-3 
















O 


O 


o 


O 


O 


O 


O 


O 


O 


O 


o 


O 


O 


O 


OS 


OS 


OS 


OS 


os 


os 


OS 


OS 


OS 


os 


os 


os 


os 


os 


W 


W 


w 


w 


w 


w 


W 


w 


w 


w 


w 


w 


w 


w 


W 


W 


w 


w 


w 


w 


W 


w 


w 


w 


w 


w 


w 


w 




^ 


& 










& 














Q 


Q 


Q 


Q 


O 


Q 


Q 


Q 


Q 


Q 




Q 


Q 


Q 




>H 


>♦ 




>-> 


>- 








>H 


>H 




>« 




W 


W 


w 


w 


W 


W 


W 


W 


W 


w 


w 


W 


w 


W 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


w 


W 


w 


w 


w 


w 


W 


W 


w 


w 


w 


w 


w 


w 


Q 


Q 


Q 


Q 


Q 


Q 


Q 


Q 


Q 


Q 


Q 


Q 


Q 


Q 








•-3 






h3 






•J 










CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 





rH 








CN 


rH 


O 






PS 


rH 


r- 


vo 


CO 


rH 


rH 


rH 


CO 


CT\ 


w 


w 


w 


W 


< 


CD 


CJ 


o 


w 


PQ 


IG 




1 


i 


1 


i 


I 


1 


I 


i 


OS 


OS 


OS 


OS 


OS 


OS 


OS 


os 


OS 




w 


w 


w 


W 


w 


w 


w 


w 


w 


CO 


CD 


CD 


CD 


CD 


CD 


CD 


CD 
i 


CD 


CD 


> 


i 




i 






r 


i 


i 



ID 
CN 

n 

o\ o 

CU rH 

OS o 



rH 
rH 



CN 



CO 

CQ 
i 



Q 
i 



w w w w 



Ch 


ID 




W 


o 


CD 


i 




i 


OS 


OS 


OS 


w 


w 


w 


CD 


CD 


CD 



Q 
i 



CN 

rH CO CO CO 

Q 

i 



rH CN 

r(Hf\jLOin , J , hrlrOf , 1\D^ 



cflWWcQWm^CQ&'Qk'QCDtfjCD 

osojpsososospspsososctfpspsp^a 



WW[ i( W[x ( WwWlx,Wlju 1 Wix,W 



OOCDCDcDCDCDCDOCDCDOOOCDCDCDCDOOCDCDCDCDCDcDCDcDCDcDtDoCDOCD 



LD 
CN 

CJ CQ 

CD CU 

*rl Z 

CQ cr» 

CD CU 

Q OS 



ID LD LD 

CN CN OJ 

CQ CQ CQ 

04 cu a 

CX\ CT» oS 

CU Oj cu 

05 OS os 



LD ID IT! LD LD 

CN CN CN <N CM <N 

CQ CQ CQ CQ CQ CQ 

cu CU cu cu cu cu 

13 S3 S ^ 



Z Z Is S5 S 55 Z 

crv <x\ cxi cr» ca cr\ 

cu cu cu w cu cu 

OS OS OS OS p4 OS 



I I 

LD LD 

CN <N 

CQ CQ 

CU CU 

Z g 

cu cu 

OS OS 



I I I 

LD LD ID 

CN CM CN 

CQ CQ CQ 

fU CU CU 

55 53 Z 

on en m 

cu cu CU 

OS OS OS 



I I I 

LD ID LD 

C«g CN CN 

CQ CQ CQ 

CU CU CU 

z z z 

on on, ON 

cu cu CU 

os os os 



I I I 

ID m LD 

CN CN CN 

CQ CQ CQ 

cu cu CU 

z z z 

ON ON ON 

cu cu CU 

os os os 



I I • 1 

LD ID ID LD 

CM CN CN CN 

CQ CQ CQ CQ 

CU CU CU CU 

z z z z 

ON ON ON ON 

CU CU CU CU 

OS OS OS OS 



LD LD ID 

CM (\] (M 

CQ CQ CQ 

CU CU CU 

Z Z z 

ON ON ON 

cu cu cu 

os os os 



LD ID 

CN CN 

CQ CQ 

CU CU 

z z 

ON ON 

cu cu 

os os 



I > 

ID LD 

CN <N 

CQ CQ 

cu cu 

z z 

ON ON 

cu cu 

os os 



I I 

LD LD 

CN <N 

CQ CQ 

cu cu 

z z 

ON ON 

cu cu 

oS os 



LD LD 

CN CN 

CQ CQ 

CU CU 

z z 

ON ON 

CU cu 

os os 



WO 03/027246 



o 
25 

S 122/163 

« 

CO 

PS 

^mo^o^^invi>coi>t^r^r-uj^(Ticnr-(ricoocDr>\DU)rncri 
CD 

^OOOOOOOOOOOOOOOOOOrHOOOOOO 

PS 

H 

OS 

^rHfH«HOJ(NTHiHtHfHiHiHrHTHrHi-»tHiHtHi-lfHiHrHrHrOtH 

W 
CD 
H 

in iH CN 

■v£>rnr^o^cNfNtHir»LnoovDLncNt^OT^o>r-OLncr» 

PS o o o 

HiHr^rH^invoCT>r^t^r^r^vDO\QOoovi>cor-crvr-Ln^^iHo 



w o-tcovo^rocNOor-oomo 

OrHi-lrHrHOOOOOOOOO 

HHHHHHHHHHHHHHmCTiOlWOlCriCnCDhVOmH 



01 

id oi r-\ in mm 

H oo oo ■ <Ti • vo ■ ■ vd • - voaaoocriOr-inmmoo^c^ 

l • O • O • O i— I ■ • t— ♦ rH 

MOl^HOOHCOHHOOCTlHHCOCOfriOOCOhh^hmWmO 



U 
Q 
Pi 
Pi 
oi 



cd 

CO 

cd 

Pi 
Q 

p; 
a 

CO 
CO 

i 

& 

CO 

< 
cd 
►3 

O 
Pi 
DO 
W 
IS 
Q 

U W 

a co 
a) w 

& 3 

a> co 



a 
s 



S ^ co 

cd w pi 
* cd 
a cd 
cd ^ 

cd k o 

CD M CQ 

h U 

0 W J 
CO > H 

ais w 

Pi cd u 

W < CD 
OJ OK 

Q 3 

J 2; 

CD CO S 

co w o 

CD co < 

cd a co 

W a h 

01 o j 



O CD 
CD > 



CO CD 

> o 

CD CD 



a 

CO 

*-3 



&d 



CD 

CD O CD 

o o a 

cd Cd 
www 
www 
s ^ sr 
a a a 

>H >< >H 

www 

CO CO CO 

www 
q q a 

h3 i-3 i-3 
CO CO CO 
CD CD CD 



> CD 
Cm Cd 

ou 

»-* w 

CD < 

> J 

SCO 
E-< 

CD CD 

i-3 J 

o o 

cd 

w w 

w w 

^ 12 

Q Q 

w w 

CO CO 

w w 

a a 

►j *3 

CO CO 

a cd 



CO Cd 

25 h3 

cd a 

h3 »-3 

o o 

cd oi 

w w 

w w 

s s 

a q 

w w 

CO CO 

w w 

a a 

CO CO 

CD CD 



cd a 

CD > 



CO CD 

CD Of 

Cm U 

> CD 

CD J 

CO O 

O Pi 

Cm CD 

i-3 Q 

CD CD 

o o 

Pi Pi 

w w 

w w 

Q Q 

W W 

CO CO 

W W 

a q 

t-3 J 

CO CO 

CD CD 















Pi 
















CJ 
















CD 
















W 










CO 


CD 














Cm 


Pi 




o 










> 






CD 


U 






CD 


o 




CO 


a 


CO 






CD 


Eh 




Q 


CO 


W 






W 


W 


8 


h3 


pi 


1 






W 


CD 




CO 


w 








5 


Cm 


> 


CD 


< 


o 








CD 




& 


CD 


w 






Pi 




Ol CD 


CD 


Pi 






S*i 


Cm 




SR 




RN 






§ 


Q 


s 


CD 


t-3 


o 






Pi 


►3 






CO 


5 




CO 


w 




H 


O 


w 




> 


CD 


8" 


IP* 


Pi 


< 


t-3 


H 


w 


CD 


Ol co 


CD 


o 


E- 




pi 


Pi 


CD 


< 




CO 


Pi 


CD 


Pi 


CD 


Pi 


a 




>- 


CO 


W 


CD 


,-3 




CD 




w 


O 


Pi 


pi 


Pi 


CD 


> 




CO 


CD 


Pi 


CD 


> 


CD 


Cm 




> 


Pi 




CD 


Cm 




< 


Cm 


CD 


Q 
















CD 




£ 


CO 


1 


o 






< 


CD 


CD 


CD 


CD 


CD 


CD 




CD 




m3 


.-3 








Cm 


i-3 


a 


a 


a 


O 


O 


O 


CD 


O 


Pi 


pi 


Pi 


cd 


Pi 


Pi 


W 


Pi 


w 


w 


W 


w 


w 


W 


W 


W 


w 


w 


w 


w 


w 


w 




W 














i 




Q 


a 


a 


Q 


Q 


Q 




Q 


>* 










>* 


> 


>* 


W 


w 


w 


w 


W 


W 


E- 


W 


CO 


CO 


CO 


CO 


CO 


CO 


> 


CO 


w 


w 


w 


w 


W 


W 


-3 


W 


Q 


a 


Q 


Q 


Q 


Q 


Ol D 


1-3 


►3 


.-3 




»-3 


»-3 




i-3 


CO 


CO 


CO 


CO 


CO 


CO 


W 


CO 


o 


CD 


cd 


CD 


CD 


CD 


> 


CD 



Q) 
O 



O O rH O iH 

WWCD<WQOCjC^CQWWpQCDCJQQ<<< 

I >> I < I I I I I I I I I I i I I I I 

piPipioiPipiPiPiPipiPiPipiPipiPiPiPiPiPi 

WWWc^Wc^WWWc^WW|^W|i 1 fi l [A l PL,ljL l 



CM 

rl \D O ^ H 

ffl Q O < U 
■ ■•it 

Pi pi Pi pi pi 



w w w w w w 

ooucdOcdocdOcdoocdoocdcdcdcdcdoocdcdcd 



in in 

CN CN 

CQ CQ 

Cm Cm 

o\ en 

Pi Cm 

Pi Pi 



i i • 

in m in 

CN <-\] (N 

CQ pQ CQ 

Cm Cm Cm 

s s a 

o\ (T\ 

Cm O, Cu 

Pi Oi Pi 



t I I ' I 

in tn in m in 

CN CN CN <N CN 

CQ CQ CQ CQ CO 

Cm Cm Cm P* Cm 

s s s s s 

o\ o\ cr\ ca m 

Cm Cm Cm Cm Cm 

Oi pi Pi Pi Di 



> i i 

in in m 

CN CN (N 

CQ CQ CQ 

Cm Cm Cm 

s 2; s 

CT\ C\ CTi 

Cm Cm Cm 

Pi Pi Di 



i i t 

in un in 

CN CN CN 

CQ pQ CQ 

P" Cm Cm 

25 Z S 

en m en 

Cm Cm P* 

Pi Di Pi 



i i i i 

in m in in 

CN CN CN CN 

CQ CQ CQ CQ 

Cm Cm Cm Cm 

2: 53 £ a 

0% cr» cri cn 

Cm Cm Cm Cm 

Pi Pi Pi Pi 



ii'ii 

in in in lo in 

CN CN CN (N CN 

CQ CQ CQ CQ CQ 

Qu Cm Cm Cm 04 

2; s 2S 2; 25 

Cft (Ti CT\ CTi o\ 

Cm Cm Cm C^ Cm 

Pi Pi Pi Pi Pi 



WO 03/027246 



PCT/US02/30412 



§ 

Q 
H 

O 

w 
w 



123/163 



ft 
o 

H 

ft 
H 



HHHHHHrl(NHH^(NHHHHHH(NHHHNnHrlHNN(N(N(NHCNHO) 

oooooooooooooooooooooooooooooooooooo 



pi co m ro co *a« o co o> ld oo m go 

ft • • co • r> lt» m in • o m <n • cn co • • ■ u? - co • t> vo • * •o^ , o*a , ^^ru">rHvo 

O i ^ • ^ * • • • - • • o • • n h w • cn • o • • m rH o 

m i HHO^H^c^^^H^(N^H(^a)HHH\r)HWH^nHHHln^^ln^^u^^^f 



HncoiNCD^onoHinm^uiuiHojoocnoooHinrncDOONincoom^cTi^fvi 

HHHHHHOJrnHfNyjMHHHHHOHHHHMrOOHHNCNHOlOJHHHtN 



ft r^inmTHiHO\mcoc^c^vx?^THr^Ti*CNO\i3VDrn»Hooooov£>voroooooooooin^oo 

ft 

O » (^co^^^Tf^)^<)^^^^^f^f^^^nr^(M{M(\t^^(NHHHHHHHOoooooo 

H 1 rHrHrHrHrHrHiHiHiHiHrHiHiHrHrHTHtHrHi-Hr^ 



fd 

M 



r^iHr^^aN[^o>oir^iHmoo\x>rninr^vDrj*rroooir^cNOuiiHr^<^)^rH 



a\ n< ^ 



in 



i ^^l/)^ln\^)^'t(NnN"*nln(N(Nnon'^'Tl , l/lHo^rtnooH • o cn r-4 • cn 

I »HrHrHrHrHrHrHjHrHrHrHrHrHrHrHrHrHrHrHr^ 





X 


o 










X 


co 




CO 






X 


o 


CO 


o 






X 


CO 


Da 




ft 




X 




o» 








X 




o 








X 










X 


o 


o 


ft 


o 




X 


ft 


ft 


Q 


Cn 




X 


ft 


ft 


w 


< 




X 


o 


o 


u 


o 






CO 




ft 


w 






ft 




CO 






X 


CO 


CO 


CO 


Q 




X 


►J 




a 


M 




X 


o 


o 


CO 


o 




X 


& 


o 








X 


o 


o 








X 


CO 


o 


s 






1 


CO 


o 




o 






ft 


ft 


ft 


o 




o 


CJ 


cj 


cj 


< 




o 


O 




o 


o 




w 


u 


w 


w 


ft 




& 




& 




CJ 




o 


o 


o 


o 


o 




o 


o 




o 


w 




Q 


Q 


Q 


Q 


o 




CO 


CO 


CO 


CO 


CO 




ft 




ft 


ft 








i 


ft 


Da 


Da 




< 




< 


a 


< 




o 






e> 


o 




o 


O 




o 


o 






►J 






►J 




CO 


CO 


CO 


CO 


CO 


O 


W 


w 


Da 


DJ 


Cxi 


CJ 


►3 


►J 




>.q 


•-a 


<u 


CJ 


u 


CJ 


CJ 


u 


p co 


CO 


CO 


CO 


CO 


5 1 5h 


5m 




>H 




a) 


ft 


ft 


Cn 


ft 


ft 


CO 


CO 


CO 


CO 


CO 


CO 



ft CO 

Cn s 
oi ft 
o > 

o 




CO 

o 
ft 
o 

8 

CO 

> 
a 

ft Q 



CO 
CO 

> 

ft 



< 

CO CO 

o o 

55 o 

ft Olft 

o > o 

ft > 

O ft 

Q J 

> 

o sr o 

CO O CO 

co ft* a 

ft ft ft 

CJ O CJ 

O O C5 

Da ta Da 

s s s 

o o o 

o o o 

q a q 

CO CO co 

ft ft ft 

Da Da Da 

< < < 

o o a 

o o o 



HH ft M 
> M CO 

co o o 
a >o 

§ g"S 

O ft ft 
O O H 

a a o 

OIE- 

> o 

< CO 



ft 



g 



Q 
H 
ft 



ta o 

ft o 

K M 

O O ft 

K O ft 

>h a ft 

CO ft CO 

ft ft ft 

CJ CJ CJ 

o o a 

Da ta Da 

s s s 

o o o 

o o o 

Q Q Q 

co co CO 

ft ft ft 

Da Da Da 

<S sij rtj 

o u o 

o o o 



CO co 

CJ u 

CO co 

ft ft 

CO CO 



CO co 

Da Da 

a a 

co co 

ft ft 

co co 



CO co 

Da Da 

CJ CJ 

co co 

ft ft 

CO CO 



H M M 

CO CO CO 

Da Da Da 

CJ CJ CJ 

CO co co 

5m *x 

ft ft ft 

CO CO CO 



t—3 H-l 

CO CO 

Da Da 

CJ CJ 

CO CO 

5m 5m 

ft ft 

CO CO 



CO CO CO 

Da Da Da 

H h) h) 

CJ CJ CJ 

CO CO CO 

5m 5m 5m 

ft ft ft 

CO CO CO 



Hi hi J 

CO CO CO 

ta Da Da 

J H M 

CJ CJ CJ 

CO CO CO 

5m 5*^ 5*^ 

ft ft ft 

CO CO CO 



CO CO 

Da u 

CJ u 

CO CO 

5m 5m 

ft ft 

CO CO 



J hi J 

CO CO CO 

Da Da Da 

•J ^ J 

CJ CJ CJ 

CO CO CO 

>< 5h 

ft ft ft 

CO CO CO 



CO CO 

Da Da 

CJ CJ 

CO CO 

>h 5m 

ft ft 

CO CO 



J -3 

CO co 

Da Da 

J .-a 

CJ CJ 

co co 

5m 5m 

ft ft 

CO CO 



►M h3 

CO co 

Da Da 

CJ CJ 

CO co 

5m 5* 

ft ft 

CO CO 



VM t-2 

CO co 

Da Da 

*~a j 

CJ u 

CO CO 

5m 5m 

ft ft 

CO CO 



CO CO 

Da Da 

CJ CJ 

CO co 

5m 5m 

ft ft 

CO CO 



< 

CO 

m 




Pi 
ft 
o 

H 
I 

> 

o 

CN 
A 



I 

o 
m 

ft 
ft 



o 



<7\ iH 

Da Da 

ft ft 

ft ft 

0 o 

1 • 

o o 

CN CN 

ft ft 

q ft ft 

O) S 52 

♦H O O 

03 ro rn 

O ft ft 

Q ft ft 



CN 

H 00 1/1 

o w w 

I I I 

ft ft ft 

ft ft ft 

o o o 



o 



o o 

CN CN CN 

pa pq oa 

ft ft ft 

o o 

ro n ro 

ft ft ft 

ft ft ft 



55 
o 



rH t** VO 

ft ft Q 

l I I 

ft ft ft 

ft ft ft 

o a o 

H M |_» 

• ' i 

o o o 

CN CN CN 

PQ PQ PQ 

ft ft ft 

53 55 

o o 

CO r**J ro 

ft ft a. 

ft ft ft 



55 
o 



CN 

rH CN 

ft Q 

I | 

Pi Pi 

ft ft 

O o 

»_| 

• I 

O o 

CN CN 

PQ PQ 

ft ft 

55 53 

O o 

ft CI* 

OS ft 



CO LD 

Q Q 

i i 

ft ft 

ft ft 

0 o 

t— I >— ( 

1 I 

o o 

CN CN 

PQ PQ 

ft ft 

55 55 

o o 

co co 

ft ft 

ft ft 



CN 

CN VD rO rH CO rH 

ffi Da pq ft w w 

I I I I I I 

ft ft ft ft ft ft 

ft ft ft ft ft ft 

O O CD O O O 



o o 

CN CN 

PQ PQ 

ft ft 

55 55 

o o 

CO CO 

ft ft 

ft ft 



1 I 

O O 

CN CN 

PQ PQ 

ft ft 

55 a 

o o 

ro co 

ft ft 

ft OJ 



o o 

CN CN 

ft ft 

53 55 

o o 

CO CO 

ft ft 

ft ft 



o 

rH -tf CN 

CJ W ft 

I • I 

ft ft ft 

Cn ft ft 

O O O 



i ' i 

o o o 

CN CN CN 

PQ PQ 

ft ft 

55 55 

o o 

m co co 

Cn ft ft 

ft ft ft 



PQ 
ft 
53 
o 



r- co 

Da q 

■ i 

pi ft 

ft ft 

0 o 

HH f— I 

1 t 
O o 
CN CN 

PQ PQ 

ft ft 

55 55 

o o 

co ro 

ft ft 

ft ft 



O i— t CN 

rO CO rl H p| 

O ft ft ft O pq 

i i i i i i 

ft ft ft ft ft 

ft ft ft ft ft Cn 



Oi ft 
ft ft 



VO 

O O 

ft ft 

ft fn 



t i 

o o 

CN CN 

PQ PQ 

ft ft 

53 55 

o o 

CO CO 

ft ft 

ft ft 



o o 

CN CN 

PQ PQ 

ft ft 

55 55 

o o 

CO CO 

ft ft 

ft ft 



o o 

CN CN 

PQ pQ 

ft ft 

O O 

co ro 

ft ft 

ft ft 



o o 

CN CN 

CQ PQ 

ft ft 

o o 

co ro 

ft ft 

ft ft 



■ i 

o o 

CN CN 

PQ CU 

& °* 

o o 

co ro 

ft ft 

ft ft 



CN 

CO ^ H 

i i t 

ft ft ft 

ft ft ft 

0 o a 

I — I H H 

1 I I 
O O O 
CN CN CN 
PQ PQ 

ft ft 

53 53 

o o 

ro co co 

ft ft ft 

ft ft ft 



PQ 
ft 
53 
o 



WO 03/027246 



PCT/US02/30412 



8 

Q 
H 

Ot 
M 
CO 



124/163 



W 
© 
H 

PS • 

HOOOOOOOOOOOOOOOOOOOOOOOOOOOOOOOOOOOOOOi— » 

PS 
rH 

PES 

hf^ln^oo«)oo^^mmn(^H^tNlnnn^c^<^oooln\£)y)ulrlO^\DO\oa3HNHoo 

U 

Hn«)ln^l/1^(NNN^^^(N^o(N^u^^l/1^or^^fnf^lnm^(^ln^nln^lnnn^«lfnnH 



Pi 



oixiw^mfMnrnooH 



HrtnHrO(NHMHNfnrl(NNHH(NHHHHHOHHtMHHO 



rOrHrHCNrHrHCOrOrOrH 



PS 

Wc»LnLnLnTj<cNr^rNCNVOvovou3Ln^rorNcr\m 

CD 

Hcr>a>(T\a^a>o^cr\c^cria3cococDcoa)aDco 



ag 


ro 


CN 






CTV 




O 






vr> 












rH 






[> 


ro 






o 




in 






in 


O 




















H 




ft 


00 










VD 








CM 


CN 








rH 


CO 






O 


ro 




O 


• 


CO 


in 






o 


o 


ro 


in 


CN 




* 


CN 




i 


rH 






CN 


CN 




O 






o 


• 


• 


ft 


r» 




in 


• 


• 




o 


• 




CN 


ft 


CM 




* 


o 






















W 


rH 


rH 


CO 


rH 


rH 




rH 


r- 




rH 




CO 


CO 


rH 


CO 


rH 






rH 


rH 






rH 


vo 


rH 




m 


rH 


rH 


00 


at 




r- 


CX\ 




rH 




as 



> 

CO 

cd 



<c cd p< 

05 W E-< 

o co a 

OHO. 

O E-« O 

Pi « o 

CO Pi CO 
W CO 

o 

f3 



H > 

o a 

o pi 

> -3 

CD SC 

o o 

W <C 



< 



> 

o 



< 

S 1 



> 
o 

a a 

cb u > 

a o 

io o 

CO W 

Pi H O 

Pi o£ pi 

o o o 

CD CD O 

www 

3 3 3 

So o 

o o 

Q Q Q 

CO CO CO 

Pi 04 Pi 
WWW 

< <c < 

u cd o 

o cd o 



Ol o 
Q ffi 

O cu 

Pi 



3: Pi 

CO O 

< O 
Pi m 
Pi Pi 
o u 
o o 
w w 
s 3 
o o 
o cd 

Q Q 

CO CO 

Pi Pi 

w w 

< < 
o 
o 



8 



> S3 

j a > 

w n: ?» 

u J J 

o o w 

CO W CO 

w o 

co < 

o s . 

oio w 

-3 S K 

O 3 CO 

> a. q 

J < CU 

O CD H 

Q CO X 

Pi CO o 

H co p> 

W CO P> 

Pi CO Q 

Pi Pi U 

CJ U Pi 

a cd o 

w w o 

Sz & W 

O O 3: 

O CD Pi 

a q a 

CO CO CO 

Pi Pi Pi 
www 

o o o 

o cd cd 




2 Pi 

M & 

on Pi 

< E-« 

> o > 

CD co CD 

w a 



<C co 

Q Pi 
CD 

> 




a co w 

> h re 

Pi Pi Ql 

u u o 

o o o 

W W Pi 

3 3 Pi 
oou 

o o o 

Q P W 

CO CO 3: 

Pi Pi Pi 
WWW 

< < < 

a o o 

co o o 



Pi Pi 

a o 

o o 

w w 

3 3: 

O O 

u o 

Q Q 

CO CO 

Pi Pi 

w w 

< < 

o o 

o o 



o > 

CO Pi 

0 P^ 

> w 

01 o 

< o 

Pi Ol 

> a< 
o w 

< > 

CO H 

S Pi 

co O 

CO > 

> Ol 

o o 

co O 

o > 

Pi Pi 

o a 

ID U 

w w 

3: 3 

o o 

o o 

Q Q 

CO CO 

Pi Pi 

W W 

o o 

O CD 



W Ol 
CO J CO 

o O Pi 
pi pi o 
O H < 
h OIO 
O Q 
^ Pi 

Pi 



Q 



O J o 

> > CD 
OU Pi 

> Pi O 
CD CD Pi 
< O Ol 
CO CD W 
W S H 
W co H 

W J rH 

Pi Pi H 

CJ O Pi 

CD CD O 

W W CD 

3: 3 W 

O Q 3 

CD CD O 

Q Q CD 

CO CO Q 

Pi Pi CO 

3§£ 

CD CD CD 

CD CD CD 



Pi > 

Ol o 

CO ffi 

o > 

CO Ph 

^ Q 

> H 

CD Ol 

CD Pi 

CD CD 

Pi H 

a« Pi 

< D 



J w 
D W 

o is 

Pi m CD 
CD Pi 
Pi CD 
>: > 
CD S 

P4 a 



> 



Pi 

a 
o 

> 



Pi 
Q 



> 
Pi 



w Pj w 



CD 
3: 

Ol 



CD 

% 



Pi 



< 



Pi Pi 

O U 

o o 

w w 

3: 3: 

SS 

Q Q 

co co 

Pi Pi 

w w 

< < 

CD CD 

O CD 



OI> &4 

H Ol J 

CD o* 
Pj 

CO OI> 
H J Q 
Pi Pi Pi 
U U CJ 
CD CD CD 
WWW 
3 3: 3 

SO O 
a cd 
q a a 

CO CO CO 

Pi Pi Pi 

www 
< < < 

CD CD CD 
CD CD CD 



CO 

m 

LL 



0) co co 

0 w w 
J J 

a) cj a 

2. co co 

0 1 >4 

0) w w 

to CO CO 



J ij J 

CO CO CO 

www 

J k) lJ 

CJ u u 

CO CO CO 

^* 

www 

CO CO CO 



t-J t-=l l-J 
CO CO CO 

www 

h) J J 

u u u 

CO CO CO 

>H >H >H 

www 

CO CO CO 



J J J 

CO co co 

w w « 

ij »J J 

cj a o 

CO CO CO 

www 

CO CO CO 



CO CO 

w w 

CJ o 

CO CO 

w w 

CO CO 



CO CO 

w w 

U CJ 

CO CO 

w w 

CO CO 



J J J 

CO CO CO 

www 

J J J 

O CJ CJ 

CO CO CO 

w w 



w 



i-3 i-3 *-J 

CO CO CO 

www 

ij ij J 

CJ o u 

CO CO CO 

w w 



w 



J J 

CO CO CO 

w w 

CO CO CO 

w w 



w 



w 



cococococococococo 



t-3 J 

CO CO 

w w 

o o 

CO CO 

w w 

CO CO 



t-3 t-3 

CO CO 

w w 

i-3 t-3 

o o 

CO CO 

w w 

CO co 



►-3 k3 

CO CO 

w w 

i-3 »-3 

o o 

CO CO 

w w 

CO co 



^3 i-3 

CO CO 

w w 

•-3 i-3 

o o 

CO CO 

>> >> 

w w 

CO CO 



h3 i-3 

CO CO 

w w 

o o 

CO co 

w w 

CO CO 



i-3 i-3 

CO CO 

w w 

•-3 .-3 

o o 

CO CO 

w w 

CO CO 



J J J 

CO CO CO 

www 

i-3 i-3 t-3 

o o o 

CO CO CO 

>* X X 

www 

CO CO CO 



O rH rH f\J 

rHinrHr^rOrHCnrHLn^OrH 

Q<<QOOOQOttQQ 
I I I I I I > t I I I I 
PiPiPiPiPiPiPipiPiPipiOi 
WWWWWWWLL,Ct,Wpui[i, 

ocdcdocdcdcdcdocdcdo 

H l-H rH h- 1 hH HH ^ t hH H H rH 

> I I I I I ■ I I ' I I 

oooooooooooo 

CNtNCNCNCMCNCNcNCN^fNCN 

4tP3P3P3P3P3P3COa3pQP3oQm 
floooooooooooo 
OPipipiPipipiPipipiPipiPi 





















o 






o 










m 


CO 


m 


r- 


CN 


rH 


m 


<D 


rH 


O 


w 


o 


Q 


tc 

i 


m 


O 


CQ 


CO 


CQ 


W 
i 


CQ 


O 
I 


Pi 


Pi 


r 

Pi 


Pi 


Pi 


i 

pi 


Pi 


Pi 


1 

pi 


i 

Pi 


Pi 


i 

Pi 


Pi 


W 


w 


W 


w 


w 


w 


w 


W 


w 


W 


W 


w 


w 


O 


a 


O 


a 


o 


o 


o 


CD 


CD 


CD 


o 


O 


o 


f-H 


M 
1 


t— i 


M 


rH 
1 


rH 


M 


M 


rH 


rH 


1 


M 


l-H 

1 


t 

o 


O 


i 

o 


I 

O 


O 


O 


o 


O 


1 

O 


1 

O 


O 


1 

O 


O 


CN 


CN 


CN 


CN 


CN 


CN 


CN 


CN 


CN 


CN 


CN 


CN 


CN 


P3 


PQ 


PI 


P3 


CQ 


CQ 


PQ 


03 


P3 


CQ 


CQ 


CQ 


CQ 


a. 


a* 


a, 


Pi 




Oi 


(X 


P4 




Cu 




P4 


Ph 












S3 


S3 




S3 


S3 


S3 


S3 


S3 


o 


o 


o 


o 


o 


o 


o 


o 


o 


o 


o 


o 


o 


m 


m 


m 


ro 


n 


ro 


n 


CO 


m 


m 


ro 


m 


m 


a. 


a. 


P4 






P* 




a. 




P4 


CU 


CU 


CU 


Pi 


Pi 


Pi 


Pi 


Pi 


Pi 


Pi 


Pi 


Pi 


Pi 


Pi 


Pi 


Pi 



















rH 


i— i 


rH 






CN 




rH 


in 




in 


CO 


r- 


a\ 


rH 


rH 


rH 






rH 


o 


CQ 


CQ 


tc 

1 


i 


O 


1 


CQ 


CQ 




a 


X 
i 


CQ 


o 


1 

Pi 


i 

Pi 


i 

Pi 


Pi 


Pi 


Pi 


Pi 


t 

Pi 


i 

Pi 


di 


1 

Pi 


Pi 


i 

Pi 


1 

Pi 


W 


W 


W 


w 


W 


w 


w 


w 


w 


w 


w 


w 


W 


w 


CD 


o 


CD 


o 


O 


o 


o 


o 


o 


CD 


o 


CD 


CD 


o 


hH 
I 


M 
1 


M 
1 


hH 

1 


hH 
I 


hH 

1 


f-H 
1 


HH 
I 


HH 
I 


i— » 
i 


n 


M 


hH 

I 


rH 
1 


O 


O 


O 


o 


O 


o 


o 


O 


O 


o 


o 


O 


O 


o 


CN 


CN 


CN 


CN 


CN 


CN 


CN 


CN 


CN 


CN 


CN 


CN 


CN 


CN 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CO 


CQ 


CQ 


CU 


CU 


CU 


CU 


CU 


CU 


CU 


CU 


CU 


CU 


CU 


Pi 


CU 


CU 






S3 


S3 


S3 


S3 


S3 


S3 


S5 


S3 


S5 




23 


S3 


o 


o 


o 


o 


o 


o 


O 


o 


o 


o 


o 


O 


o 


o 


m 


m 


m 


CO 


ro 


ro 


ro 


ro 


ro 


ro 


ro 


ro 


ro 


ro 


CU 


CU 


CU 


CU 


CU 


CU 


a 


a* 


CU 


CU 


CU 


Cu 


CU 


CU 


Pi 


Pi 


Pi 


Pi 


Pi 


Pi 


Pi 


pi 


Pi 


Pi 


Pi 


Pi 


Pi 


Pi 



WO 03/027246 



PCT/US02/30412 



g 

a 125/163 

pa 
cn 

Pi 
Pu 
CD 
M 

as 

H ooooooooooooooooooooooooooooooooooooo 



PS 

Pu lnlnoc^^^o^lncDny>o^^^c^\n(^lo^OT^•^o^^oHHno^voHf^lHHHO^HU) 
CD 



o 
Pu 

i ro(^^oommN(Nonoo^u)p^onoot^]'i•^^o^HO^o^a^HCD(^lT)•lnoJoo^DlrlCD 

PS 

H HHHH(NHHH(NH(NHninHrl(NNMCNHHnCNHOfO(NrOCNH(NUlHHfN(N 

PS ^ cn i-t vo a> r- r- ao ^ r* ^uno rH 

Pi ro • o cn • • ao ro • in • - co • • • cn vd oj • ^ o> in • h oo • ^ • ■ o • cm 

CD ♦ O • ■ • • ^ rH • • CO • tH tJ« • rH • • • • rH • • • CN • • tH • O VD • • f*) 

H ^ H (N rO CJ\ '^f t — I rl n H H LD rH rH LO rH rH i— I VO 00 CT\ rH LD LD LD rH CO 0> rH rH rH <*0 tH [ 

C7> 

H ro h • oo n 

PQ rH rH tH H < — I iH i — I H H rl rH tH t— H rH t— I i— I i— I r— I t— I i — I rHr-Hi-Hi— l[^-t— l[^~CJ>i— li — I i — I tH i — li— It— li — I 




PS 

cd 
w 

o» 
cd 

Q PS 
CO U 

PS cd 
PCI pq 
< 2= 
CD O 
OOP! 
Q CJ 
CO CD 
PS w 

& 
a 
cd o 



Pi PS 

o cj 

o cd 

o a 

cd cd 

Q Q 

CO CO 

PS PS 

PQ W 

< < 

cd cd 

cd cd 



PS PS 

o cj 

o cd 

w w 

a o 

cd o 

Q Q 

CO CO 

PS PS 

w w 

<: < 

cd cd 

cd a 



PS PS 
u CJ 

cd cd 

o a 
o a 
p Q 

CO CO 
PS PS 

33 

o cd 
o cd 



PS PS 
CJ CJ 

cd cd 
pa pa 
IS s 
o o 
cd cd 

Q Q 
CO CO 
PS PS 

33 

cd cd 
cd cd 



PS PS 

CJ CJ 

cd cd 

pq Pa 

o a 

CD CD 

Q Q 

CO CO 

PS PS 

pq pq 

< < 

o cd 

cd o 



co Pq 
pq <C 



CJ CD Q 



CO 55 

Pu J 
co co 



CD 



CO 
PS 
pq 
< 
pq CD 
•J CD 



CD CJ 

< CO > 
£ t-3 
CO Pu CO 

< CO pq 

O J 

pq co CJ 

s co 

> >- 

CO Pu 
O OICO 

CD > PS 
CO E-* 
CO CO 

H Di O 

< cd 53 

CD CD CD 

CD O CD 



CO 



i-q J 

CO CO 

pq pq 

•J ^q 

CJ CJ 

co co 

>> >> 

Pu Pu 

CO CO 

> PS 

< s 

CD Q 

Q < 

a. Pu 

pq O 

Q S 

O 2 

co PS 

CD CD 

CD H 

PS > 

CD cn 



J i-3 

CO CO 

pq pq 

CJ CJ 

co co 

Pu Pu 

co co 

H4 co 



co 



co a. 

PS E- 



PS 
•-3 



E2 



Q 



Q 
2 
^1 



co 
CD NS 
CD CD 



O CO 

> ^ 
P< « 

> > 

a w 

CO 
PS 

> 3 
CD PS 

CD HH 

J i-q 

O O 



co co co 

pq pq pq 

A ^ i-q 

U O O 

co co co 

pH ^-i 

Pu Pu Pu 

CO CO CO 

>: > 

PS CD 

CD Q 

CO CO PS 

CD < H 

> CO Pu 
Cu O PS 

> PS CD 
co J pq 
CD CD CO 
S > < 
CO PS CD 
CD CD a, 

Q O S 

S co CD 

S M J 

CO co CO 

S CD 

co <C 

CD CD K 



►J 
i~q 
PS 



J »J J 

CO CO CO 

pq pq pq 

J .-q J 

a u a 

co co co 

>* >* 

Pu Pu Pu 

CO CO CO 

PS H > 
CD O* 

SO CD 

p: < 

S CO 

Z Pu 

»H PS 



pq 

Pu 

CD 
CO 
>< 
Pu 
pq CD 
pq < 
Pi CD 

* £ 



CD 



pq 



r: 

PS 
Q 

o 

s 







PS 














PS 




CJ 


PS 










PS 


CJ 




CD 


CJ 










CJ 


CD 


PS 


pq 


CD 






PS 




CD 


pq 


CJ 




Pa 


PS 




CJ 




pa 




CD 


a 




CJ 




CD 






a 


pq 


CD 


o 


CD 




pq 




o 


CD 




Q 


CD 


pq 




S£ 


PS 


CD 


Q 


a 


CO 


Q 




PS 


O 


CJ 


Q 


CO 


CD 


PS 


CO 




a 


CD 


CD 


CO 


PS 


Q 


pq 


PS 


PS 


CD 


Q 


PO 


PS 




CO 


< 


pq 




pq 


CO 


& 






PS 


CD 


< 






PS 


O 




CD 




CD 


CD 


CD 


o 




CD 


CD 


CD 






CD 


CD 


CD 




CD 


CD 




CD 








a 


CD 








CD 


t-q 






CO 


CD 










CO 


^q 


►q 


PS 






iJ 


CO 




pq 


CO 


CO 


pq 




CO 


CO 


pq 


►q 


i-q 


pq 


pq 


< 


i-q 


pq 


pq 




CO 


CJ 




»-q 


CD 


CO 


♦-q 


i-q 


CJ 


pq 


CO 


CJ 


u 


CD 


pq 


CJ 


CJ 


CO 


.-q 




CO 


CO 




►J 


CO 


CO 


>* 


CJ 


Pu 


>• 






CJ 


>* 


>* 


Pu 


CO 


CO 


Pu 


Pu 


^q 


CO 


Pu 


Pu 


CO 


>* 


W 


CO 


CO 


CO 




CO 


CO 


CD 


Pu 


E-» 




> 


pq 


Pu 




> 


CD 


CO 


CO 




o 


•~q 


CO 


CD 


PS 




a 


CD 


Pu 


PS 


CJ 


< 


CD 


> 


> 


CD 


CO 




a 


CO 


CD 


Pj 


Da 




cu 


> 


CO 


> 




S3 


pq 


CO 




CD 


CO 


PS 


n 


Pu 


PS 




CD 




CO 


PS 


CD 


pq 


CO 


M 


PS 


PS 




> 


CO 


a 


E- 


O 


< 


E-» 


PS 


5 


CD 




CD 


CD 


O 


CD 


Pu 


CO 


♦-q 


O 




a 


O 


PS 


CO 


CD 


pq 


cu 




CO 




i-q 




H 


CD 


a. 


CO 


Pu' 


CO 


< 


< 


§ 


u, 


> 


O 


CD 


H 




CD 


•-q 


CD 


Q 


Cu 


HH 








a. 


CD 




cu 


O 


CO 


X 


»-q 


pq 


CO 


Pu 




CO 


CD 




CO 


CU 


>^ 






I 


Pu 


> 




O 




PS 


•-q 






CO 


PS 


1 






E-» 


CO 


a 




Pu 


> 




a. 


Pi 


CO 


< 


Pu 




i-q 


PS 






i~q 


i-q 


55 


aiaiai oips 



PS 
CJ 
CD 
pq 

O 
CD 
Q 
co 
PS 

CD 
CD 



PS PS 

CJ CJ 

CD CD 

pq pq 

a o 

O CD 

Q Q 

CO CO 

X PS 

33 

CD CD 
CD CD 



PS PS PS 

CJ CJ CJ 

CD CD CD 

pq pq Pa 

3 3= 3 

a o o 

O CD CD 

q a a 

CO CO CO 

PS PS PS 

CD CD CD 

CD CD CD 



►-q 
CO 
pq 

^q PS 

CJ CJ CJ 

CO CD co 

pq 

Pu !2 

CO O CO 

CD CD CD 

pq a 




< 

CD 

u. 



Cu 
CD 



CO 

> 



o a) 

a 





CN 




rH 


O 










o 














o 












rH 








rH 


o 














CN 






rH 






LD 




rH 




CTi 


00 


00 


rH 


in 


ro 




r> 




00 


rH 




ro 


r» 


in 


r> 


rH 


ro 


ro 


in 


rH 


rH 






ro 




ro 




rH 


CTi 


in 


rH 








Pu 


< 


a 


2C 


CD 




pq 


<C 


Pu 


pa 


Pa 


Q 


pq 


CD 


CD 


CD 


X 


Q 


Pu 


X 


Q 


< 


pq 
i 


CD 
I 


Pu 


X 


< 


X 


pq 


pq 


a 


PQ 


Pu 


Pu 


< 




I 

PS 


PS 


1 

PS 


1 

PS 


PS 


i 

PS 


i 

PS 


Pi 


i 

PS 


i 

PS 


i 

PS 


i 

PS 


PS 


PS 


PS 


i 

PS 


PS 


i 

PS 


i 

PS 


i 

PS 


PS 


t 

PS 


i 

PS 


PS 


PS 


PS 


PS 


Pi 


1 

PS 


Pi 


i 

PS 


PS 


i 

PS 


i 

Pi 


1 

PS 


PS 


i 

Pi 




Pu 


Pu 


Pu 




Pu 


Pu 


Pu 


Pu 


Pu 


Pu 


Pu 


Pu 


PU 


Pu 


Pu 


Pu 


Pu 


Pu 


Pl4 


Pu 


Pu 


Pu 


Pu 


Pu 


Pu 


Pi 


Pu 


Pu 


Pu 


Pu 


Pu 


Pu 


Pu 


Pu 


Pu 


Pu 


Pu 




O 


CD 


CD 


O 


a 


O 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 




1 

o 


i 

o 


i 

o 


1 

o 


i 

o 


i 

o 


o 


o 


i 

o 


i 

o 


i 

o 


i 

o 


i 

o 


i 

o 


i 

o 


o 


t 

o 


i 

o 


o 


i 

o 


i 

o 


o 


i 

o 


i 

o 


i 

o 


i 

o 


1 

o 


i 

o 


i 

o 


i 

o 


o 


i 

o 


i 

o 


o 


i 

o 


i 

o 


i 

o 




CO 


CO 


CO 


ro 


ro 


m 


ro 


m 


ro 


ro 


ro 


ro 


ro 


ro 


ro 


ro 


ro 


ro 


ro 


ro 


ro 


ro 


ro 


ro 


ro 


ro 


ro 


ro 


ro 


ro 


ro 


ro 


ro 


ro 


ro 


ro 


ro 




Pi 


Pi 


Pi 


a, 


CU 


CU 


Cu 


CU 


Cu 


Pi 


Pi 


CU 


Pi 


Pi 


cu 


Cu 


CU 


CU 


Cu 


Cu 


Pi 


Cu 


Cm 


Cu 


Pi 


cu 


Cu 


Cu 


Cu 


Cu 


Cu 


Cu 


Pi 


a 


Pi 


Pi 


CU 


c 


PS 


PS 


PS 


PS 


PS 


PS 


Pi 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


Pi 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


CD 


o 


o 


O 


o 


o 


o 


o 


o 


o 


o 


o 


o 


o 


o 


o 


o 


o 


o 


o 


o 


o 


o 


o 


o 


O 


o 


o 


o 


o 


o 


o 


o 


O 


o 


o 


O 


o 


•H 


CN 


CN 


CN 


CN 


CN 


CN 


CN 


CN 


CN 


CN 


CN 


CN 


CN 


CN 


<N 


CN 


CN 


CN 


CN 


CN 


CN 


CN 


CN 


CN 


CN 


CN 


CN 


CN 


CN 


CN 


CN 


CN 


CN 


CN 


CN 


CN 


CN 


03 


pq 


pq 


PQ 


pq 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


CQ 


<U 


Cu 


cu 


Pi 


Pi 


Pi 


CU 


CU 


CU 


CU 


Cu 


CU 


CU 


Cu 




CU 


Pi 


CU 


CU 


CU 


CU 


CU 


CU 


CU 


CU 


CU 


Cu 


CU 


CU 


CU 


CU 


Cu 


CU 


Cu 


Cu 


Cu 


CU 


CU 


Q 






S3 


S3 


a 




53 


53 


S3 


S3 


S3 


S3 


S3 


S3 


S3 


S3 


S3 


S3 


S3 


S3 


S3 


S3 


S3 


S3 


S3 


S3 


S3 


S3 


S3 


S3 


S3 


S3 


S3 


S3 


S3 


S3 


S3 



WO 03/027246 



PCT/US02/30412 



g 

a 126/163 

H 

a 

H 
CQ 

« 

Em 

H 

« 

HOOOOOOOOOOOO 



hcoOir^roco(Tinon^o 
O 



o 
Ex 

i co^od^oo^nHhnLn 
« 

Hrl(NHHrnHCN^VDLO(N(N 



BJ Ul O CN O 
fa m LD LT1 CO 

CD • • • o ^ ^ rvj n • o 

MVOCAr>VOrHrHrHrHrHrHt"" , *rH 



<tf r> vo m n in 

H . ld • • • • 

I CO • rH tJ* VO VO 

M H rl H H H 



r** id h n h 

. r* . . . 

VO (N • KD ■*? m 

rH rH CT» rH rH rH 



PS 
U 
O 
DP 

o 
o 

Q 

CO 
Oi 



CO 

w 

CJ 
CO 

w 

CO 
H 
CO 
CO 

% 

CO 
OS 

ft 

CO 

o 
> 

O Q 

a os 

§•1 

a) > 

W CO 



os os os 

u u u 

0 u u 

WWW 

£: S S 

a a o 

a o o 

q q a 

CO CO CO 

01 Oi Pi 

www 

< < < 

o o o 

o o u 



t-3 >-3 »-3 

CO CO CO 

www 
J J J 
a u a 

CO CO CO 

^-4 ^-4 

WWW 
CO CO CO 
ft CO oi 
Q CO CO 

a > 



Q 

> 




o oios 

H H H 






CN 


CN 










rH 


rH 




in 


VO 




< 


W 
1 

OS 


a 
i 


O 
i 

PS 


W 




Oi 


OS 


i 

OS 




W 


w 


w 


w 


w 




o 


o 


u 


o 


o 




M 
I 

O 


i 


►H 


HH 
1 


hH 




o 


O 


o 


o 




ro 


ro 


ro 


ro 


ro 




ft 


ft 


ft 


ft 


ft 




(t 


Oi 


OS 


PS 


Oi 


<D 


o 


o 


o 


o 


O 


d 


CM 


(N 


CN 


CN 


eg 


o 


CQ 


CQ 


CQ 


CQ 


CQ 


rH 


ft 


ft 


ft 


ft 


ft 


O 


55 




53 


S3 


Z 



CN rH O 

H H CO H W ^ (J( 

O W W ffi W X Q 

l l I I I I I 

OS OS OS OS OS PS OS 

w w w w w w w 

CD O U O O O O 

HH rH M hH hH M t-H 

II 

0 O O O O O o 
ro m m ro ro ro ro 

01 ft ft ft ft CLi CU 

OS OS OS OS OS OS dS 

o o o o o o o 

CN (N CN CN (N CN OJ 

CQ CQ CQ CQ CQ CQ CQ 

CW ft ft ft ft ft p. 

Z S 13 S S S S 



WO 03/027246 



PCT/US02/30412 



127/163 



8 



o 

M 
co 



H 
fa 



or^rocvj r> oo in in h 

i> • • • ro co • r- co o o> cr\ «<NiHr-^ocNcr»^crkrH - co ■ r> co • • o\ cm 
• fN <m vo • o m ro • rH » • 00 VP 



H I inHHHhCOH^CO^n^HOimfNtNVDrOm^HrOHnH^LnHHnin 



H 



0^rO^OHO^^H^O)(^(^CnCJlOh^OO(I)CD^O^O\COCn(riOOOO 
rHOrHOiHiHrHOrHrHOrHOOOOrHOOrHiHOOOt-tOOOOOOO 



Oh 

CD 



^ m mm in Tt< r> h 

vo • • (N ^ • cn • cm in i> •oo>«^^^oooN(Nuiin ■ co • o r> • • o cm 

• VD in ■ O • O - CN CM . o • . ^ 

ininriHh^H^HCJrOinHOlfNfNM'tCN^^HPJHrOH^^HH^Tji 



00 

in 



< 

M 



co^HO\oa)mHi/)Hcoo\VD(Do^fnh^roin^^VDVoininn^n\oH 
i lD^^oocrlCJ\(^llnwT|HOHO^Hoo(NH^^l(Nlnloolf^l(^u)l/^Hn^r^ 



CO 

a 
cd 
Pi 
o 



w 
a 
o 
> 

i 

a> pq 
3 o 
P 

3: 



<D 
O 

c 



a> 



CO CO CO 

J O J 

u u u 

cd cd cd 

« Pi os 

cd cd cd 

CO CO CO 

M hH I— I 

w aio 

a a a 

3E 3: S 

^ A A 

s s s 

2 2 Si 

p pq pq 

oia w 

Q 9 < 

>j > j 

cd cd cd 



CO CO 

CJ CJ 

0 cd 

ptj pi 

cd cd 

CO CO 

HH HH 

01 w 

cj cj 

S 3: 

i-q ^ 

pq PQ 

pq pq 

W P 

cd o 



co co CO 

CO >-3 PU 

cj cj cj 

cd cd cd 

pi & a 

0 cd cd 

CO CO CO 

Ml — I M 

01 o w 
u u u 
s s s 

^ 1^ 

2 3: s 

S 2 2 

pq pq pq 

O O O 

pq P P 

CO CO IS 



CO OS 

CJ CJ 

O O 

a: .-a 

o o 

CO CO 



CO Ch 

-q > 

a cj 

o a 

Pi o 

cd cd 

CO CO 



CO CO CO CO CO CO 

►_q ^q i-q ^ Pi m" 

cj cj cj cj cj cj 

cd cd cd cd cd cd 

j a « a; >h 

cd cd cd cd cd o 

CO CO CO CO CO CO 




CO CO 

M" > 

cj cj 

cd a 

Pi Pi 

o cd 

H CO 

S rH 

pq pq 

CJ CJ 

:s & 



pq Q 

(X Pq 

Q < 

•^q »~q 

^ CD 



co co 

t-q »~q 

CJ CJ 

cd cd 

OS .-q 

CD CD 

co co 

M M 

pq pq 

CJ CJ 
3: 

i-q i-q 

i 2 

> pq 

pq O 

Ol O 



CO CO CO 

i-q ^q J 

CJ o u 

CD CD CD 

Pi PS .-q 

CD CD CD 

CO CO CO 

M M M 

01 OlPq 

CJ CJ CJ 

32 3 

^q i-q J 

S S 3 

2 2 ss 

Q pq pq 

O O cq 

pq Q pq 

Cn i-q »-q 

O co CD 



CO CO CO 

i-q & pq 

CJ CJ CJ 

CD CD CD 

Pi i-q ^ 

CD CD CD 

CO CO CO 

M M I — I 

Ol pq pq 

a cj a 

:s 3 

i-q i-q 



i-q 

3£ 



2 2 2 



Q pq Pq 

pq a; 

Q Q 

i-q i-q 

co S 



Q 

i-q 







o 


rH 














m 




CM 














o 




rsi 












o 


rH 


CM 












rH 


rH 


rH 




m 




m 


VD 


CO 




rH 


rH 


ro 




in 


VD 


CO 


rH 


rH 


ro 




in 


VD 




00 


rH 


rH 


rH 


rH 


in 


VD 


r> 


IGF 




< 


< 

1 


< 
1 


<t 

t 


< 
i 


< 

i 




i 


< 
1 


< 

1 


pq 
f 


PQ 
1 


pq 


pq 
i 

Pi 


pq 

i 

Pi 


PQ 


PQ 


CJ 


CJ 

1 

Pi 


CJ 


a 
i 

pi 


CJ 


CJ 


CJ 


CJ 


P 


P 


P 


P 


P 


P 
1 

Pi 


P 
i 

Pi 








Pi 


04 




a; 




Pi 


Pi 


Pi 


Pi 


Pi 


Pi 


i 

Pi 


i 

Pi 


1 

Pi 


Pi 


1 

Pi 


I 

pi 


i 

Pi 


1 

Pi 


1 

Pi 


1 

Pi 


1 

Pi 


Pi 


i 

Pi 


CQ 




Pt4 




Ix, 


Pl< 








Pu 




PM 


Ph 


PL< 


Ph 


Pn 




PL4 




Pu 


fx. 


PL* 


En 


Ph 


Ph 




PL, 


Ph 


Pu 


Ph 


Ph 


PL, 








CD 


CD 


CD 


a 


CD 


CD 


a 


O 


CD 


CD 


O 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


o 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


IG 


IG 


IG 


IG 


> 

a) 

tn c 


c 

CTJ 
-H 


i— i 
i 


rH 

1 


M 
1 


M 
1 

in 


M 

1 


HH 
1 


HH 
1 


HH 
l 


HH 


HH 


HH 


HH 


HH 


HH 


HH 


HH 


HH 


HH 

l 

in 


HH 


HH 


HH 


HH 


HH 


HH 


HH 


HH 


HH 


HH 
1 

in 


in 


in 


in 


in 


in 


in 


in 


l 

m 


l 

in 


l 

in 


l 

m 


I 

m 


I 

in 


I 

in 


l 

in 


l 

m 


i 

in 


1 

in 


in 


in 


l 

in 


in 


1 

in 


1 

in 


l 

in 


in 


i 

in 


in 


i 

in 


H o 


03 




rH 


rH 


rH 


rH 


rH 


rH 


t-H 


rH 


rH 


rH 


rH 


rH 


rH 


t-H 


t-H 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


00 i— 1 


(U 


GO 


00 


CO 


00 


CO 


00 


00 


00 


CO 


CO 


00 


CO 


00 


00 


CO 


00 


CO 


00 


CO 


CO 


00 


00 


CO 


00 


00 


CO 


CO 


CO 


CO 


CO 


CO 


00 


Q U 


Q 


Q 


Q 


Q 


Q 


a 


Q 


a 


Q 


Q 


Q 


P 


Q 


Q 


a 


a 


a 


Q 


Q 


Q 


P 


P 


P 


P 


P 


Q 


P 


P 


P 


P 


P 


P 


P 



WO 03/027246 



PCT/US02/30412 



128/163 



Q 

H 

o» 

H 
CO 



Pi O LT) CO (N 00 

p^r- ♦ooLDtHr- ■ in h in in h n oo • ♦ vo o • in cn cm ro m 

£p • frj . . * . [•■«. ••••••• pT) (NJ * . VD * * * * * 

H(NH^nhnHnM\oinhinmHHW^Ho)^roin«) 



oor-ooocoocnch^Qooooooooo^oor-c^o^ 
PS 

HrHiHOOrHOi-IOOOOiHiHiHiHrHrHiHOrHrHOOO 



Pi m rH O 00 <T» 

far*- ■ rl CT\ 00 • O 0^ ^ CN I> CM VO * * r- CN • (N ^ 00 O 

U ♦ cn • • ♦ • oo i— i • • m 

H(NrHt^OJVDCs]rHrOrHrg^r^mrOiHiHVDVOiH<NVD(N^VD 



CD 

00 

to 



0(Nrnoooioicr^vooo0^t^»i3CNJOrHiHrorocNVOrO[^roOrH 

< 

MnM{N(NrnfNrOOJ(Nrlr\infnrorororon(Nf1fO(Nroro 



ooooooooooo 
ooouooooooo 

wwowooiwwwow 

OUUUCJOCJOUUO 

&w oi w ooiow ooi oi P4 
QQQQQQQQQQQ 



WCOCOCuWWCOWWWWWW 

uouuoouuuooocj 
oouoooooooooo 

MMMMMMMMMMMMM 

OOWOWOWWWOWWW 

ocjuuuuoauaocjo 
oi oi 2 w o o pa o oi oi o oi 

QQQQWQQWQWQQQ 
UOOIOWO^CO^OS^co 



CN O tH 

QomHHoim^^cnHHin 
i i i i i i i i i i i i 

ooouoooooooo 

MMMMMMHMMMMM 
<D I 1 I I t I I I I I t I 

Cinininininininininini/iin 

OrHt— li — I i — IrHr— IrHt— lrH«— It-Hi-H 
rHODCOCOCOCOOOCOOOGOOOCOOO 

OQQDQQQQQQQQQ 



O r0 ro 

i i i i i i i i i i i i 

p^tfp*p4psoipspSDSp;ct:p4 
oooooooooooo 

MMMMI — II — IMMMh— II— (M 
I I I I I I I t I l l t 

ininintnininmininininLn 

rHi-HiHiH«HrHrHr-lrHi-li-liH 
00 00 0OGO0O0OGOCO00 0OCO0O 

QQQQQQQOQQQQ 



WO 03/027246 



PCT/US02/30412 



§ 
P 

H 

o 
w 

co 



129/163 



Pi 

CO 



H - coo^^oo[^tHVDm(Ncn^Lor^roLrit^rni-i^ 

r-vovDVOcNmi-ii-iO'O • 

HHHHHHHHHCT>H0000Ch0000h00in00^U)^)VD^VDOC0hU) 



Q i 



O O O CN O 
rH rH rH rH rH 



rH O rH O 



OOOiHO^^tninrH 
rHrHrHi-HOt— (OrHi— I 



rHOVOOinOOOO 
t— li— lrHrH0\OOrH 



P< COVOO>r-LnOcOGOrH<NO 

CD » oohi/)in^nrNHHOo 

H I rHrHiHrHrHiHrHrHiHiHrH^CJ^O^ODCDCOr^r^r^r^r"-- t^VDVDVD^DVD^VD 



0) 

<a 
H 
i 

M 



O VP CO VP rH 



inrHoo\x>THomr^oroojoo> 



or-<r>voor^vo^in • co vp <x» a\ •Hn^ininoco^^^h^oo 

MHHHNHHHHO\HHHHHWHHrlHH{NrlrlHHHH(Nri 



CO 
►H* 

o 
o 
ps 
o 

CO 
M 

w 

CJ 

1 

w 
o 

P 
IS 

ps 
a 

PS 

o 
ps 
S 

ft 

H 

o 

H 

a) co 



a) 



cj 
p co 

a> fa 
co h 



2 



CO 

u 
o 

PS 

u 

CO 
M 

pq 

a co 

U 

a 

ft 

w o 

a ps 

Q £ 

►h" ft 

s o 

Ptj co 

CO CO 

ps o 

pq H 

a; > 

o CO 

ps < 

pq j 

ft o 

O CO 

ft >i 

CO fa 

O co 




w 
o 

a w co 

< rH" Pt5 

O ft PS 

fa co pq 

PS PS 

PS pq ft 

co 2 co 



< 
a) 
m 










rH 




rH 














o 










t> 


rH 




rH 


r- 




(N 


vo 




m 


rH 


00 




PS 




P 
i 


PQ 
1 


CJ 
1 


O 


fa 
i 


pq 
i 


fa 
I 




fa 
i 


a 

1 


fa 

1 


X 

1 


O 
i 


fa 






























CD 








1 


1 










i 


1 


1 


1 




M 




PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 






fa 


fa 


fa 


fa 


fa 


fa 


fa 


fa 


fa 


fa 


fa 


fa 


fa 


CO 




a 


o 


o 


o 


o 


o 


CD 


a 


o 


o 


o 


a 


o 


> 




rH 


M 


M 


rH 


rH 


M 


rH 


M 


M 


rH 


M 


M 


M 






» 




1 


1 


? 


I 


1 






1 






t 


m 




in 


LO 


in 


in 


in 


in 


in 


in 


in 


in 


in 


in 


in 


rH 




rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


00 




G oo 


00 


00 


00 


00 


00 


00 


00 


00 


00 


00 


CO 


OO 


n 


a) 


Cn P 


a 


Q 


a 


P 


a 


p 


a 


P 


Q 


p 


P 


p 


i 




-H I 






1 


i 


i 






t 


I 


1 


1 


i 




o 


W VD 


VD 


V£> 


vp 


vx> 


VP 


vp 


VP 


VP 


VP 


VP 


VP 


V£> 


ft 


i— i 


OJ ft 


ft 


ft 


ft 


ft 


ft 


ft 


ft 


ft 


ft 


ft 


ft 


ft 


PS 


u 


Q PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 



I 



^* ^* ^ 



fa fa fa [Li 



p 

I 



p p p 



CN OJ 

rH CT\ rH 

O O fa 

I I I 

^ ^ ^ 

I i i 

PS PS PS 

fa fa fa 

0 o o 

H H H 

1 I I 
in in m 

rH rH rH 

00 00 00 

p p p 

I t I 

vp VO VP 

ft ft ft 

PS PS PS 



CN 00 

O P 

PS PS 

fa fa 

O O 

M M 

I l 

in in 

rH rH 

CO 00 

P P 

I I 

VP VD 

ft ft 

PS PS 



oo c-» 

O PQ 

i t 

PS PS 

fa fa 

o o 



in m 

rH rH 

CO CO 

p p 

vo vp 

ft ft 

PS PS 



cr» co 

X CO 

t i 

PS PS 

fa fa 

0 u 

M M 

1 I 
in m 



(N ro 

< fa 

i i 

i i 

PS PS 

fa fa 

0 o 

M M 

1 I 
in in 



0O rH 

a P 

i i 

i i 

PS PS 

fa fa 

a o 

M M 

l I 

in in 



oo co oo oo CO co 
P P P P p p 



i 



i 



VD VP V£> VD KO U) 
ft ft ft ft ft ft 

PS PS PS PS PS PS 



WO 03/027246 



PCT/US02/30412 



q 130/163 

o» 

W 

to 



\VDVocr\VDvor-cocncocoovDLnrH 
q, ............. . 



tZj Or-CT»(TvOCr\OCNCNCT\GOCNiHO 

Q 

I_q rHCOmOt-HOrHrHrHOOrHrHrH 



fa «#iHrOODr-CO(Nr-IOVDi-li-ICOO 

o 





rH 




VD 




00 




















• 


GO 


• 


• 


• 


r- 


■ 


O 




00 


in 


• 


rH 


• 


rH 


• 


00 


o 


m 




(N 


* 


* 


* 


• 


in 


* 




rH 


00 


rH 


rH 


rH 


00 


rH 


in 




CO 


VD 


rH 





u 



CO 

CJ 
O 



CO 



o 

H 
0) CO 



< 

i-H" 



a) a 

&co 

0) fa 

CO CO 





CO 




CO 






CO 




CO 






CO 


CO 




w 




o 










a 






J 


PS 






a 


CJ 


a 




CO 


a 


CJ 






a 


CJ 




o 


cd 


cd 


o 




o 


a 


o 






o 


o 




PS 


ps 


ps 


PS 






PS 


PS 






PS 


PS 




a 


cd 


q 


a 




O 


cd 


o 






o 


u 




CO 


CO 




CO 




fa 


CO 


CO 






CO 


CO 




M 


M 








a 


M 


M 






M 


M 




o 


pq 


a 






w 


w 


fa 






w 


w 




CJ 


CJ 


o 


CJ 




CJ 


CJ 


u 






a 


CJ 




3= 


S= 




cd 




Ss 












2£ 










PS 


CO 


J 


rH* 












CO 






CJ 


co 




a 


















I 


g 




CJ 


ss 




I 






ss 


Si 




Pi 








w 
















o 


w 


H 




o 


Pi 


Q 


o 










W 


CD 


o 


W 




Ph 


CD 


Ol O 


o 






o 


O 


CD 


Q 


Q 


W 


W 


< 


Q 


Q 


Q 


fa 






Q 


CO 






rH* 


PS 


M 


CO 


hh* 






< 






PS 


CO 


CO 


cd 


cd 


W 


IS 


IS 




CJ 


o 


CO 




w 


Pi 


CO 


Pi 


PS 


Pi 


PS 


PS 


PS 


o 


CJ 


PS 


PS 


(J 




cd 




fa 




CJ 


CO 


PS 


PS 


Q 


M 






PS 


Ph 


cd 


CJ 


cd 


PS 


PS 


^5 


o 


PS 


PS 


PS 


Q 


w 


O 


w 


w 


w 


fa 


fa 


NS 


CO 


o 


o 


w 


CD 




IS 


cd 


PS 


cd 


cd 


cd 


j 


HH 


CO 


CO 


CO 


fa 




fa 


Pi 


O CO 


fa 


o 




fa 


M 


fa 


fa 


CD 


cd 


cd 


CD 


a 


o 


cd 


cd 


o 


CJ 


> 


o 


ps 


PS 


cd 


cd 


Pi 


Ph 


PS 




PS 


PS 




CJ 


CJ 


Pi 






Q 


CJ 






CJ 


CO 








o 


s 


fa 


fa 


CO 


o 




fa 


fa 


fa 


fa 




•J 


fa 


fa 


o 


o 






w 


a 


a 




o 


I 




o 


o 


CO 


H 


fa 


< 


PS 




fa 




< 




ss 


fa 


< 


H 


M 


CO 


CO 


Ph 






E- 


H 


w 








< 


o 


o 


cd 


cd 




o 


CD 


U 


o 


Q 




8 




Eh 




H 


ss 


§ 


Pi 






Q 


HH" 








hH" 




.4 


►3 




t-H" 


1-3 


•J 




Q 


PS 


fa 


•J 




CO 


i-h" 






I-P 




> 




►J 






CO 


CO 




CO 


CO 


CO 


fa 


fa 


a 


PS 


CO 


CO 


CO 


< 


< 




< 




< 


< 






o 


PS 


< 


< 




fa 




t-H" 




l-H* 










O 




o 


CJ 


cd 


o 


CJ 


a 


a 


CJ 


Ol cd 


o 


PS 




o 


CO 


< 


CO 


CO 


CO 


CO 


CO 


CO 


CO 




w 


Ol CO 


X 


Ol 












>< 


CJ 




PS 


fa 




fa 


M 


fa 


fa 


fa 


fa 


fa 


CJ 




PS 


fa 


fa 


CO 


CO 






CO 


H 


CO 


H 


CO 


H 


CO 


CO 


H 



CD 

IT) 

CD 



^ (N rH CM m CO 

fa a w cq u < w 

I I I f I 1 I 
vj' 

I I I I I I I 

PS PS PS PS PS PS PS 
fa fa fa fa fa fa fa 

CD CD O O O O O 

M M HH M hH M M 
l l l I I I I 

m in in m in in in 

3tT-\i-iT-ir-ir-\i-4T-\ 
00 CO 00 CO CO CO 00 
©QQPQQQQ 
C i i 

rHfafafafafafafa 
UPSPSPSPSPSPSPS 



O rH CN O 

i-H rH rH i-H VD rH 

pq < < ffi ffi m W 

i i i i i i i 

XlJ^ 

i i i i i i i 

Pi PS PS PS PS PS PS 

fa fa fa fa fa fa fa 

CD O CD CD CD CD CD 

M rH rH M hH M M 
1111(11 

m in in in in in in 

rH rH rH rH rH rH rH 

CO CO 00 00 00 00 00 

Q Q Q Q Q Q P 

i i i i i i i 

VD \D VD VD VO V0 

fa fa fa fa fa fa fa 

PS PS PS PS PS PS PS 



WO 03/027246 PCT/US02/30412 

§ 

a 131/163 

H 

CQ 

« 

Q 



ptj h co h > n <f vo h h H^ooonMNOj^ (Nrj*Ln r- in 

fa ^J* ro U) h • « « in • lo 

CD » ^ fs n o (N • (N o in o •fnowrviN^dno * • »h o o • r\j 

H I »HiHiHrHrH^rHrHiHfHrHCNiHrHiHrHrHiHtHiHiHr^(JViH^f-lC^tHCT\rH 



Q i 

1-3 I rHrHrHrHrHrHiHiHiHrHiHVOHrHiHHiHtHiHiHiHinrHfHrHrHfHrHrHi-l 

pg r-^Trroc>jiHtHO(NoooocDr-vDVDvx>in^r}<rorncNoa>mr^VDinin 

fa 

O i ^^^^^^^^u)^^Dli^LnLf)lnl/^l^)lrllnlJ^lnu^lnl^l , (J 4 ^^t^^^T}^ 

HI I rHiHi-liH»-lrHrHTHiHiHi-ltHtHfHrHrHiHtHrHiHiHi-ltHiHTHiHrHr-lrHtH 



0) o^^^^oo^ootn^vool/l^c^J^)(^^^)HH^c^Joo(Novx)ooHlil(^lH 

<d 

4J I ^MHm(v)rj(NO)MHnH(NfnOOJH(N(NHHH^{N(NHHHHH 

W I tH iH rH rH tH rH rH rH rH rH tH rHrHiHrHrHrHrHrHrHrHrHiHrHrHtHrHrHrHiH 



co 

(H* 

a 
cj 
bs 
o 

CO 
H 

w 
a 

3 

w 
o 

Q 



o 
o 

ft 

u 

1*5 

a 

H 
O 
H 
■J 

a) co 



© cj 

<D fa 



CO 
> 

cj 
o 

o 



to CO 

CJ J-H 

o w 

co cj 



co us 

o cj 

o ps 

cj w 



CJ 



3£ 

ft 



h3 



W 
Pi 
Q 
O 

o 

CO 
CJ 

o 

CO 

a 
a 
& 

< 

CO 

.h" 
CO 



p; o 
w cj 

S Q 

fa H 

O O 

CJ ft 

« < 

ft o 

a h 

ft Pi 

ft j 

>< 
w 

a 
ffi co 

^ fa 

o o 

CO O 

>H O 

fa _q 
CO CI 



a 



co 

CJ 

o 
cj 

M 

fa 

a 

i 

PP 

Ol 

W 

CO 

O CO 

CJ J 

CO CJ 

cj a 

o M 

a; o 

cj co 

ps H 

pq O 

Pi CJ 



2= 



ft 
P 



ft 

a o 



H 
co 
H 



Q 
CO 

cj 



ft cj 

o o 

>H Pi 

CO CO 

w > 

fa H 

CO CO 



ft CO 

Q Pi 

o o 

Pi Pi 

CO CJ 

Pi Pi 

w P 

q 3s 

^ CO 

o > 

Pi co 

S a 

ft co 

o J 

<C ft 

ft Pi 

O co 

co H 

CJ IS 

< < 

O CJ 

CO CO 

>* w 

fa fa 

CO CO 



CO 
CJ 



CO 

u 

CJ 



co 
♦h" 

O U Pi 

pi cj co 

O Pi co 

CU O 2 
WWW 

^ H U 

Pi ^ > 

U U J 
OSS 

H ^ Q 

O 12 Pi 

o <; w 

ft « ft 

H W <C 

O O O 

CO p H 

s 

CO CO CO 

< O rtj 

J CD J 

cj co cj 

CO O CO 

>H O >H 

fa M fa 

CO Pi CO 



a 

Pi o 
a o4 

Pi CJ 

pa 



3= 
Pi 



fa 



O Pi 

o o 

53 Pi 

ft k4 

O CO 

ft o 

ft ft 



a 

> 
fa 

H 

a 

Q 

fa 



E-» 
O 
CO 

CO 

Q 
J 

CJ 
CO 



CO fa 

Pi H 



co co 

> J 

a cj 

o u 

p: pi 

o a 

co co 

fa w 
CJ CJ 

gpl 

fa Of 

a pi 
<C p 
j > 

CO CO 

o o 

Pi O 

H co 

co O 

^ O 

CJ CO 



CO 

CJ 

o 
o 

CO 
M 

fa 

CJ 

fa 
O 
Q 

Pi 

CO CO 

> o 

CJ o 
O co 
Pi o 

o o 

CO Pi 
M CO 

w o 

CD < 



CO 

o 
p? a 

O ft 

o o 
p ft 



CO 



E-" 

o 



O ft 

CJ Pi 

CO CO 

O % 

CJ < 

CJ CJ 

Pi < 

Pi ?h 



> 
a 
a 

Pi 
co 

CO fa 
CJ ft 

CJ o 
Pi Pi 

S3 S 
ft ft 
O ft 

ft ft 

S H 

CJ CJ 

H H 

> J 

CO co 
< CO 

CJ CJ 
CO H 

fa fa 

CO CO 



CO H 

CJ CJ 

cj <d 

Pi Pi 

CJ 3: 

Pi O Pi 

fa fa 

S CJ Pi 

co O ft 

O Pi CJ 

Pi CJ Pi 

X ft P 

ft co ft 

Eh CJ ft 

H < H 

CJ CJ CJ 

P H 
> 

CO CO CJ 

< < < 

h3 J S 

CJ CJ CO 

CO CO CO 

>H >i >H 

fa fa fa 

Eh CO CO 



CO CO 

> CO 

O CJ 

CJ CJ 

pi a 

cj a 

Pi co co 

a m _q 

s w o 

ft CJ o 

CO IS 

pi h3 



Pi 
U 



o 
ft 



CO 



•J 



CJ W CJ 



CJ 
H 



H 

•J 
H 



CO 

a 

POP 

J CO J 

CJ CJ CJ 

CO CJ CO 

>H Pi X 

fa CO fa 

co m co 




CJ CJ 

co co 

>) >-» 

fa fa 

CO CO 







o 


iH 


(N 








rH 






rH 


rH 


r-i 




a\ 




iH 






tc 


P 


PQ 


P 


O 


< 












1 


1 


i 


J 


1 


fa 


















CJ 




1 


1 


! 


l 


i 


t 


1 


H 




Pi 


Pi 


Pi 


Pi 


Pi 


Pi 


Pi 






fa 


fa 


fa 


fa 


fa 


fa 


fa 


m 
> 




o 

M 


o 

tH 


CJ 
M 


a 

M 


a 

M 


CJ 
KH 


O 

rH 






i 


l 


1 


1 




1 


1 


in 




in 


in 


m 


m 


in 


m 


in 


H 




iH 


r-t 


rH 


r-i 


r-i 


rH 


rH 


00 




00 


GO 


CO 


CO 


CO 


CO 


00 


Q 




p 


P 


P 


p 


P 


P 


P 


■ 




a ' 


l 


1 


1 


i 


1 


1 


vo 




CD VD 


VD 


VD 


VD 


VD 


VD 


VO 


1 




-H 1 


1 


1 


1 


I 


l 


1 


vo 


O 


W VD 


VD 


VO 


vo 


VO 


VO 


vo 


ft 


►J 


0) ft 


ft 


ft 


ft 


ft 


ft 


ft 


oi 


U 


p Pi 


Pi 


Pi 


Pi 


P4 


Pi 


Pi 



rH CN CN 

iHOOrHr-C^inVOrHin^rH 

QU<WcqPUWOJfflDG 

I I I I I I I I I I I 

xj' "vj^ 

i i i i i i i i i i i 
PiPiPiPiPiPiPiPiPiPiPi 
fafafafafafafafafafafa 

OOOOOCJCJOOOO 

MMMMrHrHrHrHMrHrH 
I I I I I I 1 I I I I 

ininLninininininininin 

iHrHtHrHrHrHiHrHrHrHrH 
COOOCOOOaOGOOOOOGOOOOO 

ppppppppppp 

I I I t I I I t I t I 

> l l l l I l l l l l 
VOVOVDVOVOVOVOVOVDVOVD 
ftftftftftftftftftftft 

PiPiPiPiPiPiPiPiPiPiPi 



o o o o 
vor*-rHr^ r H r o r Hvor*LnrHr^ 

PQppCQWOfaWfa<CU<: 
i i i i i t i i i i i i 

i i i i i i i i i i i i 
Pioipipipipipipipipioipi 
fafafafafafafafafabfafa 
CJCJOOCJCJCJOOCJOCJ 

MrHMrHfHMIHrHrHrHrHM 
I I I I I I I I I I I I 

ininininminininLnininm 

rHrHrHrHrHrHrHrHiHrHiHtH 
000OOO0OCO0O0OOOCOOO0O0O 

pppppppppppp 

I I I I t I I I I I I I 
vovovovovovovovovovovovo 

I I I I I I I I I I I I 
VDVOVOVOVDVOVDVOVDVOVOVO 

ftftftftftftftftftftftft 
piPiPipiPiPiPiPiPiPiPiPi 



WO 03/027246 



PCT/US02/30412 



g 
Q 

H 

gf 1 32/1 63 

CO 

W 
Q 

p|H(Nh^O\OPn Ol H (T\ O O m CM CO VO tN N M CO IT) H rH (N 

frt O • * * * * • H ON * • *0> 'ON O LTi VO * VO r*" ON. 

O^HOmOrHiHO • LD O LD O O rH • • rO O O • O • rH O CM rH rH • • • rH ■ • • O 
HHHHHHHHO^HHHHHHOO^HHH(DH0\HHHHH{D(J\COH^(^^rl 



Q 

lJrHrHOrHrHrHrHrHOrHOrHiHrHrH«^rHrHrHrHrHrHrHrHrHrHrHrHr^ 



(l!1 , m^J{NcsHooo^^Oln'^nfOHHoooa\a)^^\oli^nN^oo^OMHOo 

fa 

O^Tt^^^^^^^Mnnnnnrnnrnnn(NrgcNitN{N(N(N(NHHHHHHH 

HrHrHrHrHrHrHr-lrHiHrHrHi— liH i— I tHrHiHiHtHiHrHrHrHMrHrHrHiHrHiHrHiHrHrHrH 



CnorNi— i-^aNmooLnoroojr^oor^r-Ot-i h a\ in h rs cvjt-i 

(6 cn on • • • • o on ■ • to h ^ • r^- 

OJCNCNOOOr-fCNOOrHiHOOTHrHCNiH • • rH rH O O ■ • O • O • • • rH • O O 
HrHrHrHrHrHrHHiHrHHrHrHrHiHrHrHrHO^r^iHrHrHrHCDCO 











CO 


CO 












& 


04 






O 




CD 


CD 


& 






CD 




O 


oS 


CD 






PS 




ps 


ps 


PS 






U 




a 


CJ 


u 






ps 


CO 




ps 


PS 


CO 




w 




P 


P 


w 






3: 


O 


PS 


& 


;s 


o 




& 


o 


04 


04 




o 




CD 


PS 


o 


P 


CD 


PS 




KH 


cj 


NR 


NL 


ON 


a 




pq 




o» 




04 






H 




Da 


a. 


J 






& 


CO 


Ph. 


04 


Eh 


CO 




CO 


< 


rH 


a. 


Eh 


< 




a 


CD 


Q 


CD 


CD 


CD 








Eh 


CO 


Eh 


Eh 


















HH 


►J 












u 


H 


CO 


CO 


CO 




o 




P 






< 


p 


c 


♦J 




r3 








a> 


o 


CJ 


u 


CJ 


o 


cj 




CO 


CO 


CO 


CO 


CO 


CO 


& 


>H 


>H 




>* 


O 






pH 


pH 


Ph 


Ph 


Ph 


Ph 


CO 


Q 


CO 


H 


H 


CO 


CO 




CO CO 

CD J 

co CD 

CD CD 

PS pt; 

CJ U 

PS Pi 

w w 

< OS 

CD CD 

PS OS 

» CO 

CO EX 

w a 

&* CD 

04 H 



CD 
H 
> 
i-h* 



a 

Eh 



CO h3 

tJ CO 

CJ CO 

CD CD 

Pi Pi 

3 CJ 

Eh pi 

W O 

CD O 

04 

CD CD 

Pi Pi 

>* a 

& a. 

^ w 

(X cu 

H co 

CD CD 

Eh < 



CO CO 

< 9 

u u 

a Q 

&4 fa 

O Eh 



> 

HH* 

r3 



CO 
r3 



a cj 

co co 

&4 Ph 

H CO 



O 
•J 

o 







OJ 


o 










OJ 


rH 


rH 












rH 








rH 




rH 






















o 




ON 


CO 


rH 


rH 


ro 






in 


rH 


rH 


H 


VD 




VD 


rH 


CTi 


rH 




m 


CT\ 


rH 


CO 


rH 


in 


in 




CO 


ON 


rH 


m 


in 






rH 


m 


Pu 

1 


m 
i 


Pu 

1 


<: 

1 


W 
i 


a 

i 


u 
i 


CJ 

i 


< 

l 


U 
l 


Ph 
i 


Ph 

1 


CJ 


Q 
i 




< 
1 


CD 
1 


Q 

i 


< 


pq 

i 


w 

• 


< 

1 


W 

l 


m 


P4 
1 


1 


CD 
i 


CD 

t 


CQ 
l 


Ph 
t 


CD 

i 


eg 


< 

1 


CD 
1 


P 

i 


1 


i 


1 












i 




i 


















































Pi 


oi 


Pi 


Pi 


Pi 




i 

Pi 


» 

PS 


PS 


i 

PS 


PS 


i 

PS 


PS 


i 

PS 


1 

PS 


i 

PS 


PS 


1 

PS 


i 

PS 


i 

PS 


t 

PS 


1 

PS 


1 

PS 


i 

PS 


PS 


1 

PS 


PS 


t 

PS 


i 

PS 


PS 


i 

PS 


PS 


i 

PS 


1 

PS 


i 

PS 


Cm 




Ph 


Ph 


Pm 




Ph 


Pu 




Pu 




tu 


Ph 


Pt4 


Ph 


Ph 


PL4 


Ph 


PL4 


PL4 


Ph 




Ph 


Ph 


Pm 




Ph 


Ph 


PL, 


Ph 


Ph 


Ph 


fa 


tu 


Ph 


CD 


a 


CD 


O 


CD 


a 


CD 


CD 


CD 


CD 


CD 


CD 


o 


CD 


CD 


CD 


O 


CD 


CD 


CD 


CD 


CD 


O 


CD 


o 


O 


CD 


O 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


M 


H 


M 


H 


HH 


hH 


H 


H 


M 


H 


H 


M 


M 


M 


M 


H 


H 


M 


M 


M 


M 


M 


HH 


H 


M 


M 


rH 


HH 


M 


H 


M 


H 


H 


M 


M 




1 


l 


i 


i 


1 


i 


i 


i 


i 


i 


i 


i 


i 


1 


l 


1 




i 






i 


1 


i 


l 


1 




I 


i 


i 


i 


i 


i 






in 


in 


in 


m 


in 


m 


in 


LO 


in 


in 


in 


in 


in 


m 


m 


in 


in 


in 


in 


in 


in 


m 


m 


m 


in 


in 


m 


in 


m 


in 


m 


in 


ID 


in 


in 


rH 


rH 




rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


00 


00 


CO 


00 


00 


CO 


00 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


00 


CO 


00 


CO 


CO 


00 


CO 


GO 


00 


CO 


00 


00 


CO 


CO 


00 


CO 


00 


00 


CO 


00 


p 

1 


Q 
t 


a 


a 


» 


a 

i 


Q 
i 


Q 


Q 

i 


Q 

i 


a 

1 


a 


Q 

i 


Q 
i 


Q 
i 


a 

1 


Q 
i 


Q 


Q 
i 


Q 
i 


a 

i 


o 


Q 

i 


Q 
i 


o 

1 


Q 
i 


Q 

i 


a 
t 


Q 

» 


Q 
i 


Q 

i 


P 

I 


P 
l 


P 


P 


VD 
1 


VD 
1 


VD 


VD 
1 


vo 
t 


VD 

1 


VD 


VD 
f 


vo 

i 


VD 
i 


vo 


VD 

1 


VD 
1 


VD 


vo 


VO 


vo 

1 


VD 


vo 


VD 


vo 


vo 


vo 


VO 


vo 


VO 


VD 


VO 


vo 


vo 


vo 


VD 


VD 
1 


VD 
1 


VO 


VO 


VO 


VD 


VD 


VD 


VD 


VD 


VD 


VD 


VD 


1 

VD 


VO 


VD 


r 

VD 


1 

VD 


1 

VD 


VD 


VD 


i 

VD 


1 

VD 


VD 


VD 


1 

VD 


VD 


1 

VD 


1 

VD 


1 

VO 


1 

VO 


1 

VD 


1 

VD 


1 

VD 


VD 


VO 


VD 


1 

vo 


cu 


Pu 


& 


& 


a. 


a* 


P< 


a« 


P< 


P4 






04 


04 


04 


04 


04 


P4 


04 


04 


04 


04 


04 


04 


04 


04 


04 


04 


04 


04 


04 


04 


P4 


04 


04 


Pi 


as 


Pi 


Pi 




ps 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 



WO 03/027246 



PCT/US02/30412 



o 

S3 



8f 133/163 

CO 

« 
Q 

OS VO LO VD ID O 

h ^< in cri - in • r- m • co • • rH co o~ co ao ro oj 

CD O ■ O ■ • H • H H - 

Moo^mooinHooHoo^HchHHhhinoo^^r 



llJrO^rlWOOONOtNOOOOOOOOOlOmmHUlOO 
StHrMrHrHrHrHi— IrHi— IiHOiHOOi— Jr-liHOrHrHO 



fa 

Oooooooooo 



c^cTkO\aococoo*o-o--o-vovo 



Oi co oo 

fl) (D rO H O • <J\ O 'OJ^CTNr^^VOCrsoJVDCNCOVO 
*J • • * • O • • • CN 

Mcoooa30^rHt^ooi/ii-ir*r^cDvovo(JvLnv£)vo^or > -in 



0) 




O 
o 

CO 





OJ 


CO 




rH 


r* 




w 

1 


K 

i 


W 
i 


Oh 

i 


i 






i 










1 

os 


OS 


i 

os 


OS 


i 

OS 




fa 


fa 


fa 


fa 


fa 




o 


o 


CD 


o 


o 




M 


M 


M 


1—1 


M 




LP) 


in 


IT) 


1 

in 


1 

in 




iH 


rH 


rH 


rH 


iH 




CO 


CO 


CO 


CO 


CO 




Q 


Q 


a 


a 


a 




t 


i 




i 


i 


g 


VO 
1 


vo 


vo 




VD 


o 


VD 


VD 


1 

VO 


1 

VO 


I 

VD 




a 


CU 


Oh 




Oh 


u 


OS 


OS 


OS 


OS 


OS 



fa tn 

os os 

fa fa 

o a 



in in 

i-l 

OO CO 

a q 

I I 

VO VO 

I I 

KD VD 

OS OS 



KD CN 



i 



i 

^ ^3* "^f 

I I I 

os as os 

fa (xi Oh 

0 o o 

I— I J— I I— I 

1 t I 

in in in 

rH rH <H 

CO CO CO 

a Q Q 

i i i 

VO VO VD 

I I l 

VO VD VO 

(X CLi 

OS tt5 Oi 



OJ 

m i— i 

U O 

i i 

I I 

OS DS 

fa fa 

a o 

M M 

I I 

in in 

rH rH 

00 CO 

a a 

I I 

VO VD 

I I 

VO VD 

a a 

OS OS 



'j* n vd 

O EC O 

i i i 

^ ^ ^j 1 

i i i 

OS OS OS 

O-i Oh 

a o a 

i i i 

in m in 

rH rH iH 

CO CO CO 

a a 

i i 

VD VO VD 

i I I 

VD VD VD 

On a, cu 

OS O^ OS 



Q 

i 



rH VD 

X DC 
I I 

OS OS 

fa fa 

0 o 

M M 

1 t 

in in 

rH rH 

CO CO 

a a 

i j 

VD VD 
l l 

VD VD 

Oh a 

OS OS 



CN OJ 

SB fa 

OS OS 

fa fa 

0 o 

I— f M 

1 I 

in in 

rH rH 

CO CO 

Q Q 

VD VO 

I I 

VD VD 

Oh Oh 

OS OS 



rH 

< ffi 

I I 

OS OS 

fa fa 

0 o 

M M 

1 I 
m in 

rH rH 

CO CO 

a a 

I I 

VO VD 

I I 

VO VD 

a Oh 

OS OS 



WO 03/027246 



PCT/US02/30412 



134/163 



o 

55 



o» 

H 
CO 



u 
u 

H 

\ 

Pi 

CO 



CO !— I VD CM 
• • • CM • 

iinoTtfr-cMoooor^vo^inLnr-^oincM • r> 

I CN(NCNCNP^HHHHHHHHHHHH(TiH 



• invorHCMrHCMinchmvoco 



rHrHcochr-covocooLnr-r-r-rH 



JU cohcomcomc^cnmmhcoHhcoHVDmcoHcoH^oi^^Hcnooooin 
Q i 

J I i-HrHOOOOOOOOOOOOrHOOrHOOOrHOrHOrHOOrHOOOO 



PS h h in ro ^innrjvD^Hinin^criVD 

Ph .... cnoo^ro co ^ ro H [> VD rH vo 

0'iOrHoooi>votnininrnrnrorHi-tt-iooo»'«« .... ... 

H I Mfvi(NHHHHHHHHHHHHHHH(^tyiO\O\C0r s r s r s r s t s, \Oy)U)y)lf) 



m 


VD 


vo 


GO 


VO 


GO 


CM 


m 


GO 


ro 


Lf) 


CM 


CN 




in 


CO 


CM 


GO 






VO 


00 


00 


CO 






CO 


CO 


CM 






CTl 




H 


















































in 


* 




* 




(M 


* 


• 


i 


i r- 


vo 


Ch 


Ch 


rH 


O 


rH 




rH 


00 


CO 


O 


VO 


in 


o 


r- 


rH 


rH 


in 


m 


m 


O 


m 


Ch 




CM 


o 


O 


• 


• 




O 


M 


1 CM 


rH 


rH 


rH 


CM 


CM 


CM 


rH 


CM 


rH 


rH 


CM 


rH 


rH 


rH 


rH 


(M 


rH 


rH 


rH 


rH 


rH 


rH 


rH f> 


r> 


rH 


rH 


rH 






rH 


rH 





O 








CO 


Q 


o 


< 


o 






►q 










►J 


►-q 






a 




o 








a 


O 




o 


a 






Pi 








Pi 


Pi 


Pi 


Pi 


pi 


o 




pq 








pq 


pq 


pq 


pq 


pq 


Pi 




pq 








Pq 


Ph 


Ph 


Pq 


Cn 


pq 




[2 








5= 


3: 


3= 


J2 


S: 






Q 








Q 


CO 


P 


a 


O 














>h 


>H 


>H 




>* 


a 




Pq 








Ph 


pH 


pH 










CO 








CO 


CO 


CO 


CO 


< 


Ph 




pq 








Q 


w 


Q 


pq 


pq 


CO 




Q 




O 




Q 


Q 


Q 


Q 


Q 


o 






w 


Pi 




►4 


►4 


O 


Pi 




Q 




CO 




pq 




CO 




X 


CO 


< 






O 


O 


PH 




O 


a 


o 


o 




ft 




Pi 


Pi 


J2 




Pi 


Pi 


o 


Pi 




o 




cj 


pq 


o 




O 


u 


CO 


O 


CO 


Pi 




Pi 


Pq 


>H 




Pi 


Pi 


Pi 




Pi 


O 




w 


3: 


PH 


a 


pq 


pq 


Q 




pq 


CO 




3£ 


Pi 


cj 


►H* 


12 


3: 


"2 




12 


< 




& 


>H 


pq 


o 


< 




CO 


Pi 


ft 






u 


pH 


p 


Pi 


CO 


o 


o 




O 


Pi 




Pi 


CO 




W 


Pi 


Pi 


ft 


Pi 


Pi 


o 




5 


P 


CO 


pH 


S 


P 








Pi 




ft 


Q 


u 




H 




Pi 


P4 


Pi 


53 




o 






H 


Pi 


Pi 


o 


pq 


pq 


ft 






CO 


u 


>H 


ft 


O 




p4 


O 


pq 






O 


Pi 


Pq 




> 


H 


CO 


a* 


ft 




O 


Pi 


Q 


CO 


O 


o 


O 


O 


O 


Eh 






CO 


■J 


w 


H 


CO 




CO 


Eh 


Pi 




rH* 


o 


ft 


Q 




ft 


ft 


pq 


> 


Eh 






pq 


O 


J 


r^ 


►q 










» 


CO 


& 


Pi 


CO 


CO 


Ph 




Ph 


CO 






< 


ft 


IS 


o 


> 


o 




< 


Q 


CO 






u 








> 






hi 


< 


M 


CJ 


Pi 


a 


a 


o 


J 


CJ 


o 


O 






CO 


ft 






CO 


CO 


CO 


CO 




a 






S3 


< 




>H 




>H 






CO 


« 


pq 




u 


o 


Pn 


s 


(J 




J 


CO 


CO 




H 




Pi 






CO 


CO 


Eh 







o 




O 


o 


O 


o 




O 


< 












rH" 


rP 


r^ 






►J 


> 


O 




o 


o 




O 


o 


O 


CX 


o 


o 


O 


i~q 


o 




Pi 




Pi 


Pi 


Pi 


Pi 


X 


Pi 


Pi 


O 


Pi 


o 


pq 




pq 


a 


pq 


pq 


pq 


pq 


pq 


Pi 


pq 


Pi 


PL, 




Ph 


Ph 


Ph 


Ph 


Ph 


Ph 


Ph 


pq 


Ph 


pq 


3: 




^ 




& 


3: 


& 


& 




Ph 




P^ 


O 




pq 


pq 


Q 


Q 


pq 


Q 


Q 












Ph 














< 




pq 


Ph 




Ph 


Ph 


PL* 


Ph 


Ph 


Ph 


Ph 




Ph 




CO 




ft 


u 


a 


CO 


a 


4: 




Ph 


CO 


Pm 


pq 




pq 


pq 


pq 


O 


M 


pq 


pq 


O 


pq 


CO 






a 


P 


a 


Q 


Q 


Q 




pq 


Q 


> 






.4 




l4 












rl 


Q 






co 


CO 


CO 


CO 


CO 


CO 


CO 




CO 


rl 


CO 




O 


O 


O 


O 




o 


O 


CO 




CO 


CO 




Pi 


Pi 


Pi 


CO 




Pi 


Pi 


O 




o 


CO 




u 


CJ 


o 


o 


o 


O 


CO 


O 


a 


CO 


rH* 




CO 


Pi 


CO 


Pi 


o 


Pi 


Pi 


CJ 


Pi 


> 


> 


O 


pq 


pq 


pq 


pq 


w 


pq 


pq 




Q 






.J 




Pi 


O 








& 




CO 


< 


Pi 


a 


ft 


ft 


ft 






< 


ft 


Ol ft 




O 


Pi 


Q 


O 


> 


O 


o 


o 


O 


Pi 


O 


o 


CO 


pq 


Pi 


Pi 


Pi 


IX! 


Pi 


o 


Pi 


U 




o 




Ph 






X 


55 




CO 


Pi 




S 


Eh 


ft 












ft 


< 


H 




ft 


O 


o 


Q 


X 


O 


o 


> 


o 


o 


pq 


ft 


o 




o 


>H 


ft 


ft 


ft 


< 


ft 


ft 


ft 


O 


•-H* 


CO 


Eh 


Ph 


rH 


Eh 


Eh 


Eh 




H 


CO 


Eh 




o 


O 


CO 


a 


o 


o 


a 


O 


O 


o 


CO 


O 


ft 


H 


pq 


H 


Eh 


Eh 


Eh 


Eh 


H 




Q 




Hi 


ft 


Q 






o 


> 


Pi 


1-3 




Eh 





cocococorfcocococo^co 





h1 


Pi 




ft 


o 


»-q 


> 


> 




< 


O 


CO 


Pi 


O 


CJ 


CJ 




X 




a 


CJ 


CO 


CJ 


-q 


CO 


CO 


CO 


CO 


CO 


H 


CO 


CJ 


S3 


o 


CO 


H 




>H 




J 


>H 


O 




>H 


Q 


CO 






Ph 


>H 


PL, 


u 


M 


Pq 




> 


Pu 


CO 




CO 


H 


Eh 


CO 


CO 


H 


CO 






H 


Eh 


CO 



< 


O 




U 


Q 


U 




o 


o 


o 


O 


o 


a 


i-q 




•J 


.-q 


Pi 


> 






»-q 


>~q 


nq 


o 


O 




O 


O 


a 


o 


a 


o 


a 




O 


Pi 


<y 




Pi 


Pi 


CO 


ft 


Pi 


Pi 


Pi 


Pi 


Pi 


pq 


pq 




pq 


pq 


p 


pq 


pq 


pq 


pq 


pq 


pq 


Ph 


Ph 




Ph 


Ph 


o 


Ph 


Ph 


Ph 


Ph 


Ph 


Ph 


3: 


Sc 




^ 


£ 


& 


3: 








>i 




< 


Q 




O 


P 


p 


P 


pq 


P 


pq 


pq 


O 




>H 








pq 






>H 






>H 


Ph 


Ph 




Ph 


Ph 


H 


Ph 


Ph 


Ph 


Ph 


Pu 


Ph 


CJ 


CO 




O 




CO 


CJ 


CO 


a 




CO 


CO 


pq 


pq 




pq 


pq 


pq 


O 


pq 


pq 


pq 


pq 


pq 


Q 


Q 




Q 




pq 


P 


P 


P 


P 


P 


P 


Pi 


pq 




•-q 




ft 


i-q 


rH* 


rH* 


.-q 


i-q 


►q 


CO 


CO 




CO 


CO 


CO 


CO 


CO 


CO 


ft 


CO 


ft 


a 


O 




O 


o 




O 


O 


o 


O 


O 


O 




Pi 




Pi 


Pi 


Pi 


Pi 


Pi 


Pi 


Pi 




Pi 


CJ 


o 




CO 


o 


U 


o 


O 


CJ 


O 


O 


U 


Pi 


Pi 




ft 


Pi 


Pi 


o 


Pi 


Pi 


Pi 


Pi 


Pi 


pq 


O 




a 


p 


o 


pq 


a 


pq 


pq 


pq 


o 














►q 


o 


Pi 


12 


IS 


"2 




ft 




i 




ft 


ft 


ft 


ft 


CO 


CO 


O 


CO 


g 


CO 


o 


o 


o 


O 


o 


CD 


o 


O 


o 


Pi 


Pi 


Hi 


o 


Pi 


Pi 


Pi 






Pi 


o 


o 


CO 


S 


O 




S3 


13 


S3 


CO 


i 


!3 




S3 


< 


ft 


Pi 


o 


ft 


H 


Eh 


< 




ft 


Pi 


ft 




> 


Q 


o 


CK 


pq 


a 






O 


ft 


Pi 


< 


ft 


Ph 


ft 


CO 


ft 


ft 


ft 




ft 


ft 


ft 



r 3<SHEHO*3<ftC0C0»a: 
>>POOUO>PiOUO 



copqpicocococococof?c>H 
<pq^<<><Cri!0<P 





■-q 


CO 


i-q 






nq 




rl 




nq 


ft 


a 


CJ 


Ph 




Pi 


CJ 




CO 




CO 


Ph 


CJ 


CO 


o 


& 


ft 


CO 


CO 


< 


CO 


< 


CO 


CO 


CO 




X 


Pi 




>H 




a 




P 


>H 


>H 




CO 


Ph 




Ph 


CO 


Ph 


Ph 


Ph 


Ph 


Ph 


CO 


^q 


CO 




o 




H 


CO 


H 


Eh 


H 


H 


53 


CO 









rH 










Pi 






rH 


CM 


cr\ 


rH 


CM 


to 






m 


K 


pq 


CJ 


P 


CD 






i 


1 


i 


t 


1 


H 






Pi 


Pi 


Pi 


Pi 


Pi 








Ph 


Ph 


Ph 


Ph 


Ph 


0) 






O 


CJ 


O 


O 


CJ 


> 








rH 
1 


hH 


rH 


hH 


on 






<?\ 


C\ 


1 

cn 


1 

0> 


1 

CTl 


ft 






ft 


ft 


ft 


ft 


ft 


Pi 






Pi 


Pi 


Pi 


Pi 


Pi 


i 




c 




1 


i 




1 


o 


0) 


cn 


o 


o 


o 


o 


O 


i 


a 


-H 


i 


1 


i 


1 




so 


o 


W 


VD 


VD 


VD 


VD 


VD 


ft 


rH 


<U 


ft 


ft 


ft 


ft 


ft 


Pi 


CJ 


P 


Pi 


Pi 


Pi 


Pi 


P4 



rHin^^r-o^r-roco 
pqcJUOPqpHCQUffi 
i i i i i i i i i 
PiPiPiPiPiPiPiPiPi 

pqpLipLrpLipLipLipLlpLiPq 

OOOOOOOOO 
H H H I — IrHhHMHHM 
I I I I I I i I I 

ftftftftftftftftft 

PiPiPiPiPiPiPiPiPi 
i i i i i i i ( i 
ooooooooo 

I I I I I I I I I 
\DKD\DKD\D\DKDKD\D 
ftftftftftftftftft 

piPiPipiPipioiPiPi 



o 












o 




rH 


rH 


rH 


in 




Ch 


CM 


CO 


rH 




rH 


rH 


tn 

1 

Pi 


pq 
i 


< 
i 

Pi 


O 
Pi 


< 

Pi 


pq 
i 


CQ 


X 

i 

Pi 


P 
1 


O 
1 


Pi 


Pi 


Pi 


Pi 


Pi 


Pu 




Pq 


pq 


Pq 


Pq 


pq 


PH 


pq 


pq 


•IG 


■IG 


■IG 


-IG 


IG 


-IG 


-IG 


-IG 


•IG 


■IG 


■ 


i 

CTV 


1 




I 

cn 


ch 


i 

Ch 


1 

Ch 


ch 


i 

Ch 


ft 


ft 


ft 


ft 


ft 


ft 


ft 


ft 


ft 


ft 


Pi 


Pi 


Pi 


Pi 


Pi 


Pi 


Pi 


Pi 


Pi 


Pi 


J 


i 


1 


t 


t 




i 


1 


i 


i 


o 


o 


o 

t 


o 
» 


o 
i 

VD 


o 

i 

VO 


o 

\ 


o 


o 
i 


o 
i 

VO 


1 

VD 


i 

VD 


VD 


VD 


VO 


VO 


VO 


ft 


ft 


ft 


ft 


ft 


ft 


ft 


ft 


ft 


ft 


Pi 


Pi 


Pi 


Pi 


Pi 


Pi 


Pi 


Pi 


Pi 


Pi 



o o 

CO0OinChLni>rHrHrO 

PqffiP<KPqpHpq<: 
I I I I I I I I I 

PiPiPiPiPiPiPiPiPi 

pq pq pq pq pq Cij fq pq Pl< 

OOCJOOOOOO 

rHMMrHMMMrHrH 
l I l I l I l I I 

chChChChCh<TkChchCh 
ftftftftftftftftft 
PiPiPiPiPiPiPiPiPi 
i i i i i i i i i 
ooooooooo 

I I I I I I I I I 
VOVOVOVOVOVOVDVOVO 

ftftftftftftftftft 
PiPiPiPiPiPiPiPiPi 



WO 03/027246 



135/163 



§ 

Q 

H 

Ol 

w 

CO 

u 

U 

M i-l 

n. rn ro (Ti co n •^rQOOrotNiHLnr-cNoiVDrocot^cnr^ro vo ld co cn cj\ 00 

Pi o 

DiU3VDi/iinvDinH^von^^vo^rnrororororqm^(Nrjin(NM(N(NfNH 



Q 

jOOOOOOOOOiHOOOOOOOOO 



oDooi/i^co^cricocooj^ooa\(^^cooooocriU)(L 

IOOOOOOOOOOO 



PS 

fa 
o 

H 



o\ o> co 



inininiri^^^^^romrnrnroncN(N(N(NOJrJ(N(NfNiog(NtNHHHH 



<d i> co tH in 

H co • v*> cn vd • r*- r- «m*^i-H o^inc^^r-VDi-Jcor^^iH m 

I ■ -CO • • O • rH O • CN 



O 

O 
PS 

w 

fa 
IS 
P 

>H 
fa 

CO 

pa 
p 

a 
ps 
o 
a 
pa 
is 
ft 
a 
ps 

a 

ffi 

a 
o 

H 
O 
.-3 
W > 

u cj 



a 

w 



IS 

CO 



W 

CO 



> 



CJ O 

J PS 

PS ft 

ffi PS 

fa PL) 

P fa 

IS IS 

SP 
o 

fa a 

EH CO 

pq pq« 

P P 

i-q i-q 

co co 

CJ O 

PS ps 

CJ o 

i-q PS 

P Q 

O 2 

CO CO 

O O 

PS PS 

a a 

ft ft 

o o 

ft ft 

ft H 

O O CJ 

h3 

co co pa 

< < fa 

J i-l 12 

a cj p 

Q CO >h 

>H >-l fa 

Pu, Cm CO 

co co ta 



PS 
O 

cj 

co O O 
,-q < ,-q 



PS 

pa 

fa 

is 

Q 

>H 
fa 

CO 
Q 
Q 
S 



> 
PS 

hq 
fa 



PS 

fa 
fa 

IS 



fa 

H CO 

ps Pa 
o o 

co J 



hq 

i-q 



■~q 
O 
PS 



co fa H 

U IS O 

CO Pi PS 
O OIPS 

PS PS PS 

Sow 

IS >-3 IS 

CO fa 

o is 
j ft 

5 pa 

o ffi pa 

6 a a 

< ft H 

o o o 

H Q 
^ hq 

CO CO CO 

< a < 

AAA 

U CO o 

CO CO CO 

a 

fa CJ W 

H a H 



PS 

hq 



u 


CO 


U 


o 


O 


o 


CJ 


LG 


CJ 


CJ 


o 


o 


CJ 


< 


CJ 


CJ 


CJ 


O 


CO 


O 


CJ 




CO 


CJ 








»-q 






1-3 


a 




»~q 


^q 


»-q 


i-q 


f-q 


i-q 


h3 


hq 


hq 


hq 


hq 


.-q 




i-q 


s 


o 


a 


O 


O 


Pa 


o 


Of 


PS 


a 


O 


2 


O 


O* 


O 


O 


Of 


Of 


Of 


Of 


O 


O 




o 


o 


CO 


PS 


PS 


PS 


S3 


PS 


PS 


a 


PS 


PS 


CJ 


PS 


ffi 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


O 


PS 


PS 


Q 


pa 


Q 


pa 


< 


pa 


pa 


fa 


pa 


Pa 


CJ 


pa 


pa 


w 


pa 


pa 


pa 


pa 


pa 


w 


pa 


ft 


w 


pa 


fa 


fa 


fa 


fa 


fa 


fa 


fa 


IS 


fa 


fa 


fa 


fa 


fa 


fa 


fa 


fa 


fa 


fa 


fa 


fa 


fa 


pa 


fa 


fa 


IS 


is 


IS 


IS 




IS 


IS 


p 


IS 




fcS 




IS 


IS 




IS 


IS 


& 


& 


S: 


IS 


PS 


IS 


IS 


Q 


Q 


Q 


pa 


p 


p 


p 


^ 


Eh 


P 


CJ 


p 


pa 


p 


pa 


p 


P 


o 


p 


P 


p 


pa 


o 


p 










fa 


>H 




fa 


>h 




o 




>H 


>H 


>H 


>H 


>H 


>* 






>* 


fa 






fa 


fa 


fa 


fa 


CO 


fa 


fa 


ft 


fa 


fa 


> 


fa 


fa 


fa 


fa 


fa 


fa 


fa 


fa 


fa 


fa 


CO 


fa 


fa 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


pa 


CO 




H 


< 


o 


CO 


CO 


CO 


CO 


CJ 


a 


co 


CO 


pa 


co 


CO 


ta 


w 


p 


P 


pa 


pa 


CJ 


p 


pa 


w 


fa 


pa 


Pa 


o 


w 


pa 


pa 


pa 


o 




pa 


CO 


pa 


CJ 


Q 


Q 


P 


P 


p 


p 


p 


ft 


p 


P 


P 


p 


p 


p 


p 


p 


p 


p 


p 


p 


p 


CO 


p 


w 




PS 


i-q 




fa 


PS 


*q 


CO 


•-q 


CJ 


hq 




.-q 


^q 


i-q 


hq 


O* 


o 


i-q 


i-q 


h3 




ft 


o 


CO 


CO 


CO 


CO 


fa 


CO 


CO 


CJ 


CO 


o 




CO 


CO 


H 


CO 


CO 


CO 


CO 


CO 


co 


CJ 


pa 




CO 


o 


> 


O 


O 


o 


O 


O 


PS 


CJ 


O 


CJ 


o 


CJ 


CJ 


H 


CJ 


CJ 


CJ 


O 


CJ 


p 


p 




CJ 


ft 


PS 


PS 


PS 


CO 


PS 


PS 


^q 


PS 


PS 


PS 


CJ 


PS 


CJ 


PS 


CJ 


PS 


CO 


PS 


PS 


PS 


ft 


ft 


CJ 


PS 


CO 


CO 




o 




CJ 


PS 






CJ 




CO 


O 


M 


CJ 




o 


CO 


o 


o 


CO 


> 


PS 


PS 


O 


PS 


PS 


PS 




CJ 


ffi 


i-q 


H 




PS 


CO 


PS 


PS 


i-q 


ffi 


i-q 


ft 


PS 


PS 


o 


PS 


Of 


pa 


pa 


pa 


pa 


p 


pa 


pa 


is 


Pa 


pa 




w 


pa 


pa 


w 


pa 


pa 


pa 


CJ 


pa 


Pa 


PS 


pa 


w 


> 




o* 


CO 






o 


ft 


CO 


IS 




CJ 


IS 


i-q 


IS 


IS 


PS 






IS 




CJ 


& 




ft 




PS 


a 




CO 


ft 


CJ 


ft 


ft 


Of 


ft 


ft 


ft 


ft 


ft 


i-q 


PS 


ft 


ft 


< 


PS 


ft 


ft 


o 


ss 


> 


o 


O 


> 


a 




a 


< 


CJ 


CJ 


CJ 


CJ 


o 


CJ 


IS 




CJ 


o 


a 


pa 


o 


CJ 








PS 


PS 


PS 


CJ 




CJ 


o 


PS 


CJ 


PS 


PS 


o 


p 


PS 




CJ 


PS 


PS 




PS 


PS 


a 


H 




a 


H 


o 




ft 


a 






fa 




53 


53 


S 


a 




CO 


a 


a 


% 


p 




A 


ft 


ft 


ft 


ft 


< 




a 


ft 


< 


ft 


CO 


i-q 


ft 


ft 


cu 


Of 


ft 


ss 


ft 


ft 


o 


Of 




ft 


O 


pa 


o 


o 


o 






< 


O 


o 




O 


pa 


O 


9 


o 


o 




i-q 


O* 


o 


H 


o 


ft 


ft 


ft 


i-q 


ft 


ft 




M 


CO 


ft 


ft 


ft 


ft 


ft 


ft 




CO 


CJ 


ft 


ft 


ft 


i-q 


ft 


< 


H 




CO 


H 




H 


< 


o 


a 




Eh 


CO 


CO 










Eh 


a 


H 


H 


H 


CO 


Eh 


o 




o 


O 


o 


O 


o 


H 


CO 


O 


o 


o 


CJ 


CJ 


CJ 


CJ 


hq 


o 


o 


O 


CJ 


O 


O 


O 




E-« 


CO 


H 


s 


H 




.-q 


% 






Eh 


Eh 


P 


S3 






a 




ft 


a 






CO 


fa 


pa 


> 








IS 






►-q 




►q 


*q 


•J 


i-q 


> 


9 


i-q 


> 


M 


hq 


CO 




ft 


hq 


hq 


A 


C* 


»-q 




CO 


< 


p 


^q 




i-q 


i-q 


pa 




i-q 


CO 


i-q 


•-q 


•-q 




h3 


i-q 


i-q 


CO 


CO 


CO 


CO 


CO 


^q 


CO 


fa 




CO 


CO 


CO 


co 


fa 




CO 


fa 


ft 


CO 


CO 


o 


CO 


CO 




< 




< 




o 


O 


< 


CJ 




< 


3 


< 


< 


p 


> 




3 


H 






p 




< 


% 


A 




h3 




> 


CJ 


o 


ft 


t~q 






•-q 


IS 


PS 


iJ 






hq 


i-q 




i-q 




h3 


h3 


CO 


a 


CO 


CO 


CJ 


IS 


PS 


IS 


O 


CO 


CJ 


CJ 


< 


IS 


CO 


o 


Ol IS 


CJ 


CJ 


CO 


O 


O 


CJ 


CO 


CO 


CO 


»-a 


CO 


CO 


CO 


CO 


CO 


CO 


CO 


co 


i-q 


>H 


CO 


CO 


CO 


H 


CO 


CO 


co 


CO 


ft 


CO 




o 


o 


CO 








Eh 


ffi 






a 


CO 


ffi 


p 




>-» 


a 


O 


p 






O 


>~» 


fa 


fa 


I-q 


CO 


fa 


> 


fa 


CO 


fa 


fa 


fa 


CO 


CO 


o 


i-q 


hq 


fa 


fa 


i-q 


fa 


fa 


fa 


i-q 


fa 


H 


H 


H 


H 


CO 


p 




CO 


Eh 


Eh 


CJ 


H 


H 


H 


H 


H 


Eh 


H 


H 


H 


o 


CO 


H 





m ^ C^ VD CO 00 rH 

0 m o o < o m 

1 I I I I I I 
PS PS PS PS PS PS PS 

fa fa fa fa fa fa pL4 

O O O O O O CJ 

M M M M M M M 

I I I I I I I 
o\ o\ o\ a\ &\ o\ o\ 
ft ft ft ft ft ft ft 

4fcpSPSPSPSPSPSPS 
I I I I I I I 

0)0000000 

C ' i i 

OVDVDVOVDVOVOVO 
iHftftftftftftft 

cjpspspspspspsps 



CN} 

CTl ^ 0\ OO CO f— 1 r-f 

PQ < ffi O fa <C < 

i i i i i i i 

PS PS PS PS PS PS PS 

fa fa fa fa fa fa fa 

CJ CJ CJ CJ o o o 

M M M M hH M M 

I I I I I I I 

CT\ <T\ (Ft CT\ GT\ <T> <J\ 

ft ft ft ft Ot ft ft 

PS PS PS PS PS PS PS 

I I I I I I I 

o .o o o o o o 

i i i i i i i 

KD VD VO VD VD VO 

ft ft ft ft ft ft ft 

PS PS PS PS PS PS PS 



CM 

PaQfaQP^ffiOPQ 
I I I I I I I I 

pspspspspspspsps 

fafafapLifafaftfa 

OOOCJOOOCJ 

MMhHMMhHMM 
I I I I I I I I 
CACACACf\CACACAO^ 
ftftftftftftftft 

PSPSPSPSPSPSPSPS 
I I I I I I I I 

oooooooo 
i i i i i i j i 

ftftftftftftftft 

PSPSPSPSPSPSPSPS 



CN O rH O 

■*fr-i— tCOVOi— li-HVDi— t 

faopwpowpacj 

i i i i i i i i i 

pspspspspspspspsps 

pLifafafafafafafafa 

OOOOOOCJOO 

H H I — II — I H H H H H 

I I I I I I I i I 

Oiftftftftftftftft 

PSPSPSPSPSPSPSPSPS 
I I I I I I I I I 

ooooooooo 
i i i i i i i i i 

V£>VOVO^OVOVOVP*£>V0 

ftftftftftftftftft 
PSPSPSPSPSPSPSPSPS 



WO 03/027246 



PCT/US02/30412 



O 

p 136/163 

H 

O* 
H 
CO 

U 
U 

H rHCNOJr^VDLnr^C^C^CT^aOCDOOCOa^OJ CO ^J* 

***** W • - OOHTiiro - Hh^t - 

Q* i ro r-- co o> vo r-fNCMLnoOrHLO^rNOChLnmcrio • <n oo • • • . f- ■ ♦ . cn 

CO I (N(NCNHfg<JtfO(NCNrOn^CNHnrOrO(N(NfviHCOHHhtnHHHtNnU)Hn 



W co ao co oo vo ao rH cji h oo tH on a> h h on a> <r> 

Q ' ** • • • • • . . . . . . . . . , . 

h3 I iHrHOOrHOOrHrHiHOOiHi-IOiHOiHTHrHTHrHr-IOOrHi-lrHrHOOr-4i-IO 



PS in ^ h h w h (N vd moj^vonnrofvjvo i> vo on ^ 

ft .... ro • at cti in ^ ■ co in n • on 

CD • CM VO rH VO IT> •OCNfMm^tnt^T^OCNrOVDinC^O (N vo • ♦ • • vo . . . 

H 1 fN(NCNH^nro(Nojn^rncNHrornroojo)CNiHChHHV£)^HHHHn^H(N 



OJ ^CV3C0<X)Lnr^rOrH^rOrOr^r^mcO(^COCOr^O>\^^0000rH i—l CN ^ 

"*H • \D VO ... 

1 1 oou)OHU)lnooooHH^n^(J^n^H^r}^oo^^)ncr\Ln^H • . m rH in in vo 

W 1 ^^^^^H^Tt*^Lnro^^rn^Lnrr^^^rHro(^^cN(NTfrgior^iH(N^rH 















O 














O 






> 




•J 


0 
























►H* 












a 




O 


O 




Pi 


0 
















Pi 






Pa 


Pi 












pq 




w 


w 




ft 


w 












ft 




ft 


ft 






ft 






















W 


•s 












p 




w 


p 




>H 


0 






















ft 














ft 




ft 


ft 




CO 


ft 












co 




CO 


CO 




p 


CO 












w 




P 






0 


p 












P 




P 


p 




►H* 


X 






















CO 














co 




CO 


CO 






CO 












O 




0 


p 




< 














CO 




CO 


CO 




0 


CO 












0 




0 


0 




> 


0 






0 






0 




0 








0 






•J 






CO 




CO 


a 






>i 






a 






0 




> 


w 






0 






Pi 






0 






0 




1 


0 






pq 






0! 




0 


Pi 




< 


Pi 






Pn 






CJ 




CJ 


CO 




> 


Pi 












Pi 




Pi 


Pi 




p 


O 






P 






w 




w 


w 




0 


pq 














O 






O 




S£ 


0 


0 




0 




ft 


•J 


Pi 


ft 




•J 


O 




> 


CO 






0 


O 


a 


0 




O 


CO 




ex 


pq 


0 




Pi 


Pi 


Pi 


Pi 


Pi 


H 


> 


Pi 


Pi 


P 


Pi 




s 


W 


55 




pq 


ft 


ft 


pq 


pq 


O 


pq 




a 


ft 


CO 


ft 


ft 


CO 


Pi 


ft 


ft 


CO 


PL4 




0 


^ 


O 


CX 




O 


0 






p 






ex 


Q 


ft 


E-» 


W 


ft 


0 


P 


pq 


CO 


P 




H 






Eh 




>i 














O 


ft 




O 


ft 




hH* 


ft 


ft 


0 


PL4 




H 


CO 


< 


H 


H 






CO 


CO 


l-q 


CO 






Q 


O 




P 


9 




pq 


pq 


0 


pq 




(J 


P 


►3 










P 


P 


CO 


P 


w 


CO 


£ 


CO 


CO 


£ 


co 


CO 


Pi 




Pi 


i-3 


0 


< 


CO 


SS 


< 


CO 


ft 


ft 


CO 


3 




CO 






pq 




> 


O 


O 


•4 


O 


a 




0 


B 


u 


CO 


CO 


0 


ft 






CO 


CO 




CO 




CO 


O 


CO 


CO 


O 


CO 


u 


CO 


0 


0 


0 


O 




O 


CO 




O 




CO 


0 


0 


> 




W 


ft, 




1-3 


ft 


CO 


ft 


CO 






CO 




CO 




> 






Pi 




M 


0 


> 







Pi P o 

J > > 
000* 
Pi Pi Pi 
wow 

pLl Ptl Ctl 

s & ^ 

P o < 

>H >H JH 
pLi W 

CO CO CO 

pq P pq 
P pq P 
Pi ft J 
E-* Cn co 
OOO 

CO CO CO 
CD H O 
OOO 
CO Pi ft 

> > > 




< 

CM 
CD 

g 



Pi 






(N 






0 




CM 


0 








ir» 


rH 




00 


rH 


rH 


rH 


rH 


ON 


00 






O 


P 


O 




P 


O 


< 




O 
l 




O 




1 




1 




t 


l 


1 


I 


1 


w 




Pi 


Pi 


Pi 


Di 


& 


Pi 


Pi 


Pi 


Pi 


Pi 










Cn 


Pu. 


Put 


Pm 


PLl 


Pm 


ft 


ft 


to 




O 


O 


O 


0 


O 


O 


O 


O 


O 


0 


> 




M 

t 


J— 1 


HH 


i— t 






M 


M 


M 


M 






CTi 


1 

o> 


1 


1 

CA 


l 

cr\ 


ON 


1 


1 

CTi 


l 

o\ 


t 

ON 


ft 




ft 


ft 


ft 


ft 


ft 


ft 


ft 


ft 


ft 


ft 


as 4t 




05 


Pi 


Pi 


Pi 


Cti 


Pi 


Pi 


Pi 


Pi 


Pi 


1 






1 


1 


1 


1 


1 


1 


1 


1 


1 


\o a) 


CD U> 


V0 


vo 


vo 


vo 


vo 


vo 


vo 


vo 


vo 


• a 


-H 






1 






1 






1 


i 


vr> 0 


CO 


vo 




vo 


vo 


vo 


vo 


vo 


vo 


vo 


vo 


Pi iH 


<D 


ft 


ft 


ft 


ft 


ft 


ft 


ft 


ft 


ft 


ft 


« U 


P 


Pi 


Pi 


Pi 


Pi 


Pi 


Pi 


Pi 


Pi 


Pi 


Pi 



O (N rH rH O 

HH\DHHNHHU100Hn 

<pqcjpqft<<ftCQpQri;pQ 
1 1 1 1 1 1 t 1 i 1 1 1 
pipipipioipipipipioipipi 

ftftftftftftftftftpLipLtft 
OOOOOOOOOOOO 

MMMMI— IMI— IHHI- II— It— If— I 
I 1 1 1 1 I I 1 < 1 l 1 

ftftftftftftftftftC^C^f^ 

PiPiPiPipipipiPipipipiPi 
1 1 1 1 1 1 1 1 1 1 1 1 

VOVOVOVOVOVDVOVOVOVOVDVD 
l l l l » l I I I I I I 
VOVOVOVOVOVOVOVOVOVOVDVO 
ftftftftftftftftftCUftft 

pipipipipipipioipipipift' 



o 

ftUPQOfflWDq<<|jqpp 

I I i I I I I I I l l l 

pipipioioipipipipipipipi 

ftftftftftftftftbMljLiftft 
OOOOOOOOOOOO 

IHI— IMI— IMI — IhHI — IMMrHM 
I I I I I I I I I I I I 

ftftp^ftftftftfta^c^ftft 

piPiPioiPipiPiPiPiPiPiPi 
> 1 1 > 1 1 1 1 1 1 1 t 

VOVOVOVOVDVOVOVOVDVOVOVO 
I I f I t I I I I I 1 I 

VOVOVDVOVOVOVOVOVDVDVDVD 
ftftftftftftftftftftftft 

piPiPiPiPipipipipipipioi 



WO 03/027246 



PCT7US02/30412 



137/163 



g 

P 
H 

O 
H 

CO 

U 
U 

H ro oo rn cr» t cm co vd m ^oow^WHooh^roM^titHvoai 

v, m • in cm ■ n • • • r- vo in r- • co ^ • • as 

Pi • o • • od • r- cm • • • • r- • • n in 'Hn>^^^Horjojnho)OHO\ 
MrgHHHnoofNronMh^^HHmooojn^nHointNfOH^HHroron^Hrg 



CD 



00 










rH 


as 


GO 


00 




OS 








rH 




OS 


rH 




rH 


00 






CM 




as 




OS 




rH 








as 




VO 


• 

o 


rH 


rH 


rH 


rH 


• 

rH 


• 

o 


* 

O 


» 

o 


rH 


• 

o 


• 

o 


rH 


rH 


• 

rH 


m 

o 


• 

O 


• 

rH 


rH 


* 

rH 


» 

o 


rH 


rH 


• 

O 


rH 


9 

o 


* 

o 


• 

o 


rH 


» 

rH 


rH 


rH 


rH 


* 

o 


rH 


• 

o 




VO 






00 






rH 












VO 


rH 






as 






CO 


CO 


rH 




tn 


m 




in 


CM 


CM 


CTt 


rH 


00 


in 


vo 






• 




CM 


• 


rH 




• 


• 


OO 


ON 


rH 




• 


• 












































• 


O 


• 


• 




• 


rH 


as 


in 


■ 


• 


» 


• 


vo 


O 


• 






ro 


* 


vo 




00 


CO 


as 


o 


• 


vo 


CM 


ro 


rH 


VO 


VO 


in 


rH 


as 


CM 


rH 


rH 


rH 


CM 


OS 


CM 


CM 


CM 


CM 


VO 






rH 


CM 






CM 


ro 




CM 


rH 


CM 


ro 


CM 


ro 


00 


ro 


rH 


rH 


ro 


ro 


ro 


ro 


rH 


rH 



oo vo cm 



01 

(d VO C^mC^rOrHmm^CMt^VOr-'inrHrO^ VO VO CM rH rH «3« CM rH 

Eh • cm • os • * . . . . 

I in •rOr^OrHVOrHC^T^rOOrOCMVOinOrHrHfMCMCJ>OtnVOCM ■ h O ID O h (Tl M 



3 



o co 
s fa 



Szj p 

W O 

P >h 

o o 

W fa 



CO fa 

O CD 

hH fa 

fa fa 

S CO 

fa CO 

H CO 



Q 




















o 










P 


o 








o 




O 




O 


p 








o 


O 


p 












fa 






o 








p 


Pi 


o 






cd 


o 




o 




o 


fa 








o 


fa 


fa 












fa 




fa 


fa 








fa 


fa 


w 






O 


fa 




fa 




w 


fa 








fa 


3 


fa 


CD 




£-« 


fa 




fa 




fa 










fa 


Q 


3 


P 




fa 












Q 










>H 


Q 


a 




fa 


Q 




Q 




Q 










Q 


fa 




fa 




3 






>< 






fa 










P 


fa 


w 




Q 


fa 




fa 


o 


fa 


CO 




o 




fa 


W 


CD 


fa 






CO 




CO 




CO 


fa 




p 




CO 


Q 


w 


3 




fa 


CO 




fa 


o 


p 


fa 




o 




fa 




Q 


cd 




CO 


Q 




Q 


fa 


p 


o 




fa 






CO 




>H 




O 










p 


CO 




W 






CD 


CO 


fa 




W 


CO 




H 


fa 


CO 






fa 




CO 




CD 


CO 




fa 


o 




O 




o 


< 








o 


O 


a 


w 




CO 


CO 




CO 


o 


CO 


u 




Q 




CO 


fa 


O 


Q 




cd 


o 




O 




o 


CO 




>-» 




o 


CO 


CD 


P 




CO 


o 




CO 


fa 


a 


CO 




fa 




fa 




CO 


CO 






CO 




CO 


CO 


CO 


CO 




CO 




CO 




O 


o 




g 


o 




o 


Q 


o 


o 




w 




o 




CD 


CO 






o 




O 


Q 


o 


fa 




Q 




o 




fa 


O 




cd 






fa 




o 


Q 




fa 




fa 


> 


a 


CD 




CD 








CO 


o 


o 




CO 




o 


Q 




CO 




fa 


04 




fa 


o 


fa 


Q 




a 




H 


3 


w 


CD 




cd 


o 




fa 


CO 


o 


o 




CO 




H 


fa 


3 


O 


cd 


fa 




< 


& 


o 




fa 


o 


o 


o 




fa 


< 






cd 


fa 




fa 


o 


fa 


M 


p 


o 


p 


a 


s 


u 


i 


o 




o 


o 


fa 


CO 


o 




c* 


CO 


o 


e> 




fa 




fa 




fa 4 




fa 


> 


fa 


CO 


fa 


fa 


fa 


o 


pa 


ss 


cd 


w 


fa 


CO 






o 






fa 


o 


fa 


a 




o 


fa 


fa 


CD 


fa 


fa 




fa 


fa 




fa 


fa 


fa 


fa 


< 


o 


o 


3 




o 




o 




o 






Q 




o 


CO 




fa 


w 


CO 


CO 


Q 


fa 


O 


fa 


fa 


1 


fa 


fa 


o 


o 


fa 


H 




CO 






H 


fa 


EH 


H 




fa 


>< 




cd 


CD 


O 


fa 


o 


o 


fa 


O 




u 


Q 


fa 


P 


fa 


CD 






fa 


CO 




CO 


CO 






E-» 


H 


CO 


fa 


CO 


H 


§ 




P 


fa 


§ 


HH- 


w 




> 


fa 


fa 


a a 


o 


O 


CO 




P 


a 


p 


♦J 


Q 




fa 


p 


> 


D 


fa 


Q 


fa 


CO 


CO 


CO 


p 


CO 


CD 




CO 




fa 


P 


p 


CO 


P 


E-» 


o 


w 


O 


fa 


cd 


Q 


CO 


< 




< 


P 


CO 


o 


CO 


< 


p 


p 




a 


OS 




o 




o 


p 


CO 


CO 




O 


P 


3 


o 




CO 


Q 


CO 


< 


u 


< 


o 


< 








O 


CO 


CO 


CO 


o 


CO 




o 


CO 


fa 


p 


fa 




CO 




CO 










H 




o 


fa 


a 




CO 










fa 


fa 


fa 


CO 






fa 


fa 


H 


CO 


p 


p 


fa 


>H 


CO 


CO 


CO 


CO 


fa 


fa 




53 








hH 


fa 


fa 


o 


CD 



CD CD 

P P 

o o 

fa fa 

fa fa 

fa fa 

fa Q 

fa fa 

co <r. 

Q 2 

Q Q 

P P 

CO CO 

CD < 

CO CO 

£2 

CO CO 

CD CD 



CD fa CD 

> P P 

o o o 

fa fa fa 
www 

fa fa fa 

3 3 3 

P Q W 

>i >< >* 

fa fa fa 

co co < 

H W CO 

Q Q Q 

P P O 

CO CO fa 

CD CD a 

CO CO CO 

CD > fa 

fa CD CD 

CO CO CO 

CD CD CD 



CO < 

> p 

a a 

fa fa 

w w 

fa fa 

3 3 

a q 

fa fa 

CO CO 

w w 

a w 

p p 

CO fa 

CD Q 

cd a 

fa tn 

CD CD 

CO CO 

CD CD 



< fa CO 

p p p 

O O O 

fa fa fa 
WWW 

fa fa fa 

3 3 3 

W Q W 

J>H 

fa fa fa 

>H CO 



CO 

w w 



fa 

CO 



p 

CO 



p 

a cd 

CO CO 

CD CD CD 

CD CD CD 

CO CO CO 

CD CD CD 



CD CD 

P P 

o o 

co fa 

fa fa 

fa fa 

3 3 

Q W 

fa fa 

CO CO 

w < 

Q Q 

P P 

CO CO 

CD CD 

fa E-4 

O CD 

CD CD 

CO fa 

CD CD 



CO < 
P P 

a a 

fa fa 

w w 

fa fa 

3 3 
W Q 
>n >n 

fa fa 

CO CO 
W fa 

gg 

CO CO 

CD CD 

CO CO 

CD CD 

CD > 

P CD 

CD CD 



Q 
P 

a 

a 

fa 

3 
< 

fa CD 

CO P 

W O 

Q fa 



P 
CO 

a 

CO 



w 
fa 

3 
fa 
>* 
fa 
CO 



a w 



rH rH CM O 

LD(N(TlinH[ s -lD[ s "H^Hr v l/1H(J\^HC0 

CDCQCQQCDCDfaffiQfaCJOWWfaQOQfa 
i i i i t i t i > i t i i i i i i i 
fafafafafafafafafafafafafafafafafafa 
fafafafafafafafafafafafafafafafafafa 
CDCDCDCDCDCDOOCDOOOCDOOCDCDO 

MMMMI— It— IMHHMI— IMI— (MMrHrHtHI-H 
I I I I I I I I I I I I I I I I t I 

fafafafafafafafafafafafafafafafafafa 
^fefafafafafafafafafafafafafafafafafafa 

I I I I I I I 1 I I I I I I I I I I 
©VOVOVOVDVDVOVOVOVOVOVOVOVOVOVOVOVOVO 

£ i i i i i i i t i i i i i 

Ovovovovovovovovovovovovovovovovovovo 

rHfafafafafafafafafafafafafafafafafafa 

Ofafafafafafafafafafafafafafafafafafa 



O rH 

rOOOCOrHVOCMrOrHVOrHVDinr-rOCMrHrHr- 

QCDWQCQUfaUWfafafafaCDQOCJW 

I I I I I I I I i I I I I I I I I I 
fafafafafafafafafafafafafafafafafafa 
fafafafafafafafafafafafafafafafafafa 

CDCDCDCDCDCDOCDCDOOCDCDOCDCDOO 

MMMMMMMhHMMrHMrHMI— IMMI-H 
l l l I I I I I I i I I I l i l l i 

osososososososososososososososososos 
fafafafafafafafafafafafafafafafafafa 
fafafafafafafafafafafafafafafafafafa 

I I I I I I I I I I t I I I I I I I 
vovovovovovovovovovovovovovovovdvovo 

I I ) I t I I I I I I I I I I I I I 
VOVOVOVOVOVOVOVOVOVDVOVDVOVOVOVOVOVO 

fafafafafafafafafafafafafafafafafafa 

fafafafafafafafafafafafafafafafafafa 



WO 03/027246 



PCT/US02/30412 



§ 138/163 

Q 

H 

<y 

M 

CQ 

M 

H ^ en in 

*>•» • • • ro in 

ft CO CN CN • • 
M H ro (N OO CO 



S D\ CO 00 

• • • • 
►q iH o o o o 



Pi 












fa 


• 


• 


• 




ro 


CD 


00 


o 




• 


• 


H 


rH 


ro 


iH 


VO 


VD 


en 












CO 


r> 




C\ 


in 


VD 














i 


CO 


VD 


CN 


vo 


00 


H 


ro 






CN 


CN 



cd 

o 
P4 
w 

fa 



fa 

CO 

w 
p 

CO 
CO 
CO 

o 
cd 

CO 
CD 
Pi 

CO 

Pi 
w 

Pi 

o cd 

Pi J 

W ft 
fa w 



Pi 

cd 

O 

CO o 

w Pi 

fa fa 

^ fa 



fa 



Q 



CO fa 

W CO 

Q O 

M Q 

CO »J 

CD CO 

fa o 
CD 
Q 



CD 
CO 

CD 



CD 



CD 

O 
Pi 
M fa 
U fa 

M fa 

O fa 
W CO 



2 
Q 
>* 
fa 



CO Pi 
fa 
S 

CO 
CD CD 
►4 < 



ft 



CD O 

ft Pi 

A CD 

<C Pi 

CD fa 

> CD 

CO Pi 

CD > 

Pi S 

CO ft 

ft O 

* > 

P« > 

H CO 

CD CO 

J s 

Q 
•J 

CO h3 

CO CO 

< fa 



> 

Q 



>« 

M 

Q 



< 
U 
ft 

♦J 

>4 



2 

H 

CO 



o 

CM 
CD 




a fa 

Q Q 



rH CN 

H H U) 

< X CQ ffl Q 

i i i i i 

pi pi pi pi Pi 

fa fa fa fa fa 

CD CD CD CD CD 

HI — I M M M 

I I I I I 

o\ c\ <T\ o\ a\ 

ft ft ft ft ft 

* P4 pi pi pi pi 

i i i i t 

(D VO VD VO VO VO 

£ I I I I I 

O vo vo vo VD vo 

rH ft ft ft ft ft 

U Pi Pi pi PJ Pi 



WO 03/027246 



PCT/US02/30412 



§ 

Q 

H 

O 
M 

CO 

§ 

►3 



OS 

CD 
H 



139/163 



^TjcooiinnLn^o^LnncTiOhVDmvD in^rom in <ncn 

r- • • • .in • oo h • . vo 

rniHrnrn(NrnrnrHrotHrniHi— (t-H(Nji— irnrH • rH i-h rH o • o • ■ rsj o 

HrlHHHHHHHHHHHHrlHrlH^HHHHOOHCntTlHHCO^^ 



X O(NOOO<T\0\O^oa\OOO0\m<X)<T\iH0\a><T»Cr»CNa\OrH000%iHOO 

Q » 

J I iHiHiHiHrHOOrHOiHOrHrHrHOOOOrHOOOOrHOiHiHOOrHrHrH 



OS Hoco(N^Ho(Ti(rih\o^Tj((NOhininnn(N 

fcl * O^O^OOQDODin^^tNNM 

Ol^^rnrOCNOaoirHt-trHiHrHrHr-lrHOOOOOO 

H HHHHHHHHHHHHHHHHHHHHHCT\(^(^(r\CriCr\0^0 , l(Jl(^(^ 



0) 




CO 




in 


ro 








o 






















4J 


1 


<N 


co 


<N 


m 


rH 


rH 


* 


rH 


W 


1 


rH 


rH 


rH 


rH 


rH 


rH 




rH 




PS 










PS 










a 










cj 










Pi 










X 










w 










w 










s 




















cu 










Ph 










o 










cd 










PS 






PS 




s 










5 






CJ 














Ph 






PS 




o 










a 




PS 


Pa 




o 










Ph 




CJ 


S: 




Ph 














CO 


Ph 




Eh 










cd 




w 






cd 










H 




& 


cd 




CO 














Ph 


H 




1-3 










.-3 




cd 


CD 




>-3 










CO 




PS 


o 




Q 




PS 






*c 


u 


Pi 


h3 




CO 


3 


a 






f-3 




CO 


CO 


PS 


h3 






PS 




cj 


a 


i*S 


o 


CJ 


CJ 


CJ 




o 




CO 


w 


cu 


CO 


PS 


CO 


PS 


is 


PS 








CO 


h3 


pq 




p 


Ph 


H 




Ph 


H 


a 






Ph 




o 


& 




Eh 


o 


H 


CO 


a 




Ph 


PS 


CO 




CO 


PS 


h3 


CO 


cd 


CO 


o 


Q 


CD 




>-3 


2 


h3 


1-3 




PS 


o 


Ph 


PS 




cj 


o 


CO 


CJ 






g 


O 


O 




o 


ps 


CD 


£ 


& 


CD 


IS 


Ph 






Pi 




.-3 




a 


PS 


o 


Eh 






O 


< 


a 


Ph 


Oh 


CO 


PS 


CD 


Ph 




CO 




CO 


Eh 


CO 


CO 


CO 


CO 


a 




M 




>* 


CO 


o 




cd 


k3 


Q 




w 


►-3 


Ph 


O 


H 






►3 


H 




CJ 


h3 


CO 


PS 






> 


S 


•-3 






H 


CO 


a 




IS 


i-3 


CO 


h3 




.-3 


P 


> 




CO 


t-3 


CO 


^3 


CO 






►3 


Eh 


< 


Q 


CO 


H 


CJ 


*s 


o 


1 


O 


CD 


CO 




Q 


t-3 


CO 


h3 






CO 


O 


M 


a 


PS 


a 


>H 


CJ 


a> 


pa 


>H 


a 


Ph 


CO 


w 


CO 


Pu 


CO 


& P 


&M 


CO 




>H 


PS 


>H 


CO 






H 


Ph 


% 


Ph 




Ph 


O 


Ph 


<D 




CO 


o 


a* 


CD 


§ 


CO 




CO 


CO 


:s 


PS 


cd 




CD 




CO 


OI co 



oo 



in O O VO ^ 



PS 

CJ 
CD 
W 

PS IS 

CJ Ph 

PS O 

W PS 

is s 

< cd 
o o 

PS Or 

525 a 

Ph CD 

O Eh 

Ph (-3 

<C h3 

O CO 

Eh < 

h3 2 

•-3 a 

CO CO 

< £H 

t-3 Ph 

CJ Eh 

CO CO 

>h PS 

Ph Ph 

Eh IS 

CO CD 

a ps 

O P3 

CO o 

O P 

O IS 

Ph < 



PS 
CJ 
PS 

S 

9 

a 

Ph 

H PS 

> CJ 
Eh PS 

> PQ 
r3 S 
CJ h3 
Q O 

h3 O PS 

S S U 

co <C PS 

>< o Pa 

Ph PS IS 

Ph H CO 

CO O O 

PS CO PS 

CO CO O 

O h3 

Q & 
h3 S 

CO O Q 

w co h 

Q >H 

PS Ph 

.-3 H 

S CO 

< > 

O CO CJ 

> O CO 
PS >i 
O Pm 
CO CO 
S CO 



PS 
CJ 
h3 

pq 

Ph 
O 

B 

^3 

a 
pa 

Eh 

o 
> 

i-3 



PS 

a 
o 
pa 

H 

S3 
PS 



PS 
CJ 
PS 



CO O 

3: & 

J Ph 

CJ PS 

CO O 



Pa 

Ph 
O 

i-3 
•-3 



Ph 



Q 

PS 



PS 
O 
co 



h3 
k3 
CO 

< 

•-3 



> 

a 



CO Ph 

PS H 

CJ CO 

O CO 

PS «-3 

O h3 

CO CO 

S Ph 

Q >-3 

CJ CJ 

PS CO 

S Pm 

< H 

0 CO 

pa o 

^ o 

a a 

i-3 PS 

01 Pu 



PS 
CJ 
PS 

x a 

PS s 

CJ Ph 
CO W O 

a o u 

J Oh ^ 

u o < 
CO o o 

>H OI CO 
Ph Pj Eh 

S PS O 

> Ph < 

Q Eh 

O CD 

> 
.-3 



U 
h3 



>-3 
♦-3 

CO 
CJ 
h3 



co cj 

^S < CO 

O i-3 >h 

O CJ Ph 

0 U CO 

01 H 
O Ph > 

o < o 



PS 
h3 U 
CJ PS 
PS Pq 

0 »-3 

01 Ph CJ 
Ph O CO 
CO PS > 

cj S o 

5 P^ Ph 

o o a 

PS Ph PS 

PU H S2J 

Eh O PI 

O PS rtl 

Eh h3 p; 

h3 H 

CO CJ 

Eh Eh 

h3 > 

CJ ^3 

O CO CO 

CJ >h < 

>h Ph i-3 

Ph Eh CJ 

6 pa co 

PS CO >H 

Q O Pm 

> M H 

i-3 Oi Q 



PS S 



i-3 
h3 
CO 

< 







CNJ 


rH 








ro 




ro 
















00 


• 




• 


• 


rH 


* 


iH 


rH 






• 


O 


• 


o 


o 


rH 


00 


rH 


rH 


rH 


00 


oo 


r-H 


m 


rH 


rH 


PS 




PS 


















CJ 




a 














PS 




PS 




PS 














CJ 




Pa 




pq 














PS 




^ 


















pa 




O 




CO 










PS 








PS 














CJ 




Ph 




o 




PS 










PS 




CD 




Q 














pq 




PS 




CO 














12 






















Ph 




PS 




1 




Ph 








PS 


PS 


PS 


o 








H 








CJ 


PS 


CJ 






CD 




CD 








CD 


& 


CD 


s 




CO 












pq 


Oh 


Q 


CD 




h3 










PS 




O 




Eh 




h3 




i-3 






CJ 




< 


Ph 


> 


PS 


CO 




CO 






CO 


a 


CO 


CD 


t-3 


a 


Q 










pq 


t-3 


CD 


PS 


CO 






PS 


h3 


PS 


PS 






Eh 




CD 


i 


O 


a 


CJ 


CJ 


CJ 


CO 


PS 


> 


Ph 


k3 




CO 


PS 


CO 


PS 


CJ 


Q 


PS 


►3 


o 


CJ 


Ph 


>H 


Q 


>H 


p 


pa 


PS 


Ph 


<C 




55 


CD 


Ph 


& 


Ph 








Eh 


Q 


Ph 




CD 


CO 


Oh 


CD 


Ph 


& 


pq 


CD 


»-3 


CD 


Ph 


525 


co 


CD 


Eh 


CD 


o 


PS 


H 


CJ 


Eh 


CO 


Ph 


o 


CD 


h3 


e> 


PS 


Ph 


r3 


CO 


h3 


CO 


O 


CO 




CD 


CO 


53 


Ph 




>• 




h3 


< 


PS 




a 


Ph 


O 


CD 


co 


Pm 


3 


CD 


H 


PS 


o 


CD 


Pa 


pa 




CD 


Eh 


CD 


CO 


CD 


CD 


PS 


CD 


PS 


Ph 


h3 


h3 


PS 


i-3 


PS 


H 


CO 


CO 


CO 


X 


Eh 


i-3 


a 


h3 


CJ 


CD 


h3 


rH 


CD 




CD 


CD 


< 


CO 


OI CO 


CO 




pq 




pq 


Ph 


Eh 


CD 




CO 




PS 






> 


PS 


i-3 


»-3 


h3 


Ph 


PS 


Ph 


pa 


P 


PS 


k3 


& 


k3 


h3 


a 


Eh 


CD 




CD 


h3 


h3 


CO 


^3 


CO 


CO 


CO 


CO 


CO 




CD 


CJ 


CD 


Eh 






< 




CD 


M 


Ph 


CO 


Ph 




h3 








Pm 


CD 


pq 




> 




CO 


a 




CJ 


CJ 




CO 


CJ 




Ph 


Ph 


pa 


CO 


pa 


CO 


CO 


CO 


CD 


CD 


pa 


o 




o 




t-3 




>H 


PS 


k3 


> 


o 


o 




pa 


Ph 




Ph 


Pm 




CD 


CJ 


CD 


p 


P 




CO 




H 


Eh 


i 


CO 


H 


h3 


►3 


i-3 




CO 




CO 


a 




& 


CO 




PS 


OI 



< 

CO 
CD 







CH 
O 


CM 

O 


rH 


o 




rH 


CM 










(N 




o 






rH 


rH 


rH 


rH 


If) 


rH 


CO 








00 


rH 




iH 






P 


CD 


pa 


CJ 


CJ 


CD 


P 


P3 


P3 


pa 


CJ 


CJ 


a 


P3 


PS 




l 


1 


i 


i 


t 


i 


1 


i 


t 


i 


1 


1 






































O 






t 




i 


i 


l 


1 




i 


i 




i 


\ 


i 


H 




PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 






Ph 


Ph 


Ph 


Ph 


Ph 


Pm 


Pm 


Ph 


Ph 


Ph 


Ph 


Pm 


Pm 


Ph 






CD 


CD 


CD 


o 


CD 


CD 


CD 


CD 


CD 


CD 


CD 


O 


o 


CD 


> 




M 
« 


M 
l 


t— i 


l-H 

1 


M 

1 


1 


M 
l 


H 


l-H 


r-H 


M 


M 


M 


M 








VD 


VD 


VO 


\D 


vo 


VO 


VO 


1 

VO 


1 

VO 


1 

VO 


vo 


i 

VO 


I 

VO 


p* 




Ph 


Ph 


Ph 


Ph 


Ph 


Ph 


Ph 


a 


Ph 




Ph 


Ph 


Ph 


Ph 




a 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


PS 


Pi 


PS 


PS 


PS 


PS 


in § 


CD 


1 


1 




i 




l 


1 




1 






1 


1 


l 




-H 


m 


in 


un 


in 


in 


in 


in 


in 


m 


in 


in 


in 


in 


in 


H O 


CO 


rH 


rH 


rH 


rH 


rH 


rH 


i-H 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


00 h3 




OO 


00 


00 


00 


00 


00 


00 


00 


00 


oo 


00 


00 


00 


00 


Q a 


p 


P 


p 


p 


p 


P 


P 


p 


P 


P 


p 


p 


P 


P 


P 



m (N (N O i— » CN 

inr-VOCOrH00ror*-CNrHrHrHVOVO«H^CNCr» 

QQUfflWWWUWfoWQ<fflffl<UO 
I I I I I I I I I I I I I I I I I 1 

^J - ' vj' <^ vj' 

I I I I I I I I I I I I I I I I I I 

pspspspspspspspspspspspspspspspspsps 

P^PhPmPmPmPmPmPhPhPhPmPhPhPmPhPhPjPh 
CDOCDCDCDCDCDCDCDCDCDOOOCDCDCDCD 

rHMMMMMMMMMrHrHMrHrHrHrHrH 
l > l I i i l l l I I I I l I l I I 
vovovdvovovovovdvovdvovovovdvovovdvd 
P4PhPhPhPhPhPhPhPhPhPhPhP4PhPhPhPhPh 

pspspspspspspspspspspspspspspspspsps 

I I I I I I I I I I I I I I I I I I 

mininininininininininininintnininin 

rHt-HHHHrHrHHr-HrHrHrHrHr— It— HrHrHrH 

oooooooooooooooooooooooooooooooooooo 

pppppppppppppppppp 



WO 03/027246 



§ 

Q 

^ 140/163 

H 

CO 

» 
Q 

OS LO O 00 ^ 

fcmro • * • ^ oo m m o oo • cNvr>ini-tomovocNor-^ro 

O ' • rl H O CO 

Hc^o^HHHO>o^cncoa)^Hr^[ x -[^t^r >s h't^vDiriiri , itnfNj 



W^chr-ooooo^o^o^ooovDrHooOfHcrvavooooo^oo 
Q • • • 

|J)OOOOOOOOiHrHiHOiHiHtHTHrHOOiHrHOOrHiH 



as 

&i^t^inLTjLnin'^oooa\cooor-vO'^^t^LnT^rocNtHT}*o 

O 

Moocooooooocooooococor^r^r~-r^r^ r^-r^^ou^^OLn^^moj 



tji 00 
















CN 








iH 










o 


ro 














(0 


* 


m 


o 


CO 


CN 




m 


iH 


* 


<D 


o 


m 






CN 


CN 


ro 


m 


• 


00 


CN 


m 




CN 


CO 


4J 


o 


































O 


o 














H 


rH 


CO 




r- 


00 


CO 


cr* 




rH 


VD 


CO 


00 


iH 


r- 




O 




rH 


iH 




IT) 




un 


CO 






Pi 










Pi 






Pi 


PS 








O 






















Pi 




cj 










CJ 






u 


O 








O 






















CJ 




Pi 
















Pi 


Pi 






























CO 




w 
















w 


o 








W 


















Pi 




p 














cd 






:s 


o 


















PS 








CJ 




& 




















ex. 








33 


ft 










CJ 








PS 




ft 




o 










cd 






PS 


o 








o 










Pi 












CD 




PS 
















Pi 


CO 






PS 


Pi 










U 








Pi 




Pi 




5 
















CO 








w 




















ft 








ft 


Pi 








ft 
















Pi 










ft 








CD 








o 


a 








o 






Pi 


o 








O 










o 








Pi 




pq 




< 


pi 














H 


a* 






O 


Pi 










Pi 








H 




ft 






w 














Eh 


& 






CO 


H 










P 






PS 


ft 




Eh 




cd 


3: 








cd 


Pi 




Q 


o 








< 










ft 




Pi 


o 


pq 




CD 




$ 










H 


u 






ps 






o 


H 










O 




CJ 


Pi 


PS 




H 






O 










Pi 






> 






o 










u 


CO 




Pi 


pq 


Eh 




















w 


Pi 










PS 










CD 






pa 




CD 








CO 




PS 






CO 




O 


CO 




Pi 




H 


CO 




Pi 


> 


P 


> 






ft 


CO 










O 


cj 






< 


ft 


Pi 


H 




O 




O 


< 




a 






Eh 






CD 


t-H* 




S 








Pi 


Pi 


Pi 




CO 


w 






Pi 




H 




PS 


Pi 


CO 


o 


►J 


Pi 


o 


Pi 


^3 


Pi 






o 


ft 


w 


a 


a 


(J 


ft 


CO 


CJ 


a 


w 


Pi 




O 


u 


pq 


o 


o 


^ 


O 




a 


CO 


O 


CJ 




CO 


< 




PS 


cd 


CO 


O 




CO 


o 




U 


^ 


CO 


o 






o 


CO 


CO 




ft 


< 


Pi 


CO 






cd 




P 


pq 


>H 


Ol o 








Pi 


CO 


5« 


w 


ft 






P 


p 


ft 


o 




P 


pq 




Pn 




o 


3£ 




Pm 


E-» 


w 




Cn 


O 


w 


O 






O 


p 


o 




& 


o 


o 


O 


& 


Pt, 




H 




Pi 


ft 


o 




CD 


s 


525 


CO 


O 




J 


<: 


o 


Pi 


u 


ft 


CJ 


ft 


CO 


M 


CO 


ft 


H 




CO 




s 


CD 


CO 


CO 




P4 


CO 


o 


CO 


< 


o 


p 




CO 


PS 




CO 


o 


Eh 


CD 


5m 


CD 


ft 




Pi 


CO 


ft 


CD 


a 




> 


ft 


i-h" 




ft 


o 


CO 




PS 


ft 


ft 




>H 


o 


CO 


H 


Pm 


Pi 






o 


o 


ft 












a 


o 


PS 


Pi 




CO 


25 


O 


Pi 


PS 






Eh 


»-q 






CJ 




CD 




ft 




ft 


i 


CO 


E-» 


o 


o 


o 


& 




o 


Pi 


ft 


ft 






ft 


•J 




CD 


ft 


a 






u 


CO 


O 


o 






O 


pi 


Pi 


Pi 


ft 


E-« 


Pi 


O 


< 






< 


Pi 




CO 


O 


o 


CO 




cd 


CO 


o 


Pi 


ex 






H 


a 


O 


o 


a 


P 


o 


E-» 


o 


5? 




J 


ft 


CO 




CO 


ft 


CD 




• 




H 


CO 


PH 


CO 


u 




CO 


CO 


E-» 


ft 


CO 


co 


H 




< 


CO 


PS 


Eh 


< 


M 


CO 


Eh 


CO 




M 




h3 


O 


o 




< 




M 


CO 




CO 






O 


O 




P 


O 


o 




u 


M 




M 




pq 


H 






H 


O 




CO 


< 


w 




a 


CO 


p 




•J 






• 


Eh 


a 


CO 


w 


<! 


pq 




o 


CO 


CO 


> 




CO 




< 


CO 


O 


CO 


H 


a 


u 




CO 


CO 


u 


52; 




CO 


w 


CJ 


CD 


CJ 




PS 


PS 


*c 


►J 


h3 




H 




cd 




p 




CO 


o 




< 


Eh 


CO 


1 


•J 


5m 












ft 


CO 




CO 


CO 




CO 


cj 










•J 


ft 


CO 






5* 




CO 




Eh 




CO 




<D 


CD 


< 


cj 


Eh 


Q 






CO 


CO 




u 


CO 


Ol & 




a 


O 


[x, 




< 


CO 


H 


Ol < 




U 






CO 








CO 


>< 




ss 


CO 




< 






CO 


CO 


Eh 


o 






h3 




J 




a 






>< 


CJ 


CJ 












55 




a 




a 






CO 


PS 


a 




Pi 




a 






w 


CO 


En 


CO 


CO 


P 




CO 


g 


w 




o 


w 




CO 


Ct, 




Pi 




CO 


O 


CD 


pq 


CO 


CD 


& 




•J 


H 


5m 


5m 


O 




ft 


o 


o 


CO 


CO 


o 


Pi 




CO 




CO 


W 


>• 


ft 


Ol Pi 


5m 


Ol 




p 


Q 


CD 


Pti 


(X. 


Q 




P 


p 


o 


ft 




o 






> 


CO 


o 


w 


Ix, 


O 


P 


P 


Cn 


P 


CD 






a 


CO 






CO 




Ol *1 


PS 




*1 




o 


ft 


O 


o 




< 


< 


S 


O 




*3 


CO 






> 


CO 


CO 


a 


S3 


H 


CO 


PS 




H 


u 


Ol co 


h3 


O 






CO 






CD 


> 


Ol 



fN O 

pqpqpCDCDffl^CD 
i i i i i i i i 

i i i i i i i i 
pSPiPiQiaiaiPiPi 

pL|pC|pL4pL|pL|pL4pL|pLt 

OCDCDCDCDOCDCD 
i — i i — i * — i i — r i — i i— • i — ii — i 
i i i i i i i i 

ftftftftftftftft 

pipipioipipifiipi 
^LDininininininin 

OrHiHi— li— IrHrHfHrH 
JOOOOOOOOOOOOQOOO 

OPPPPPPPP 



HHrlrl(N(NHMl/l 

UCQpq<foOO<< 

I I I I I I I I I 

I I I I I I I I I 

PiaiPiPiPiPioiPiPi 

P-lpLlP^pUpLtpMpHtXlb 

CDCDCDCDOCDCDOCD 

hHMMMMMMMHH 
I I I I I I I I i 

vovovovovovovovovo 
ftftftftftftftftft 

PSPSPSPiPiPiPiPipi 
i i i i i i i i i 
ininuiinininmini/i 

i— IrHrHrHiHiHtHi-HrH 

aocooooooocoooooco 
PPPPPPPPP 



CNVX>COrHCNrHiHCT> 

PQCD<<CffiOffiP 
i i i i i i t i 

i i i i i i i i 
PiPiPiPiPiPiPiPi 

pL|pL4Cl4pWpL|pE4pMpU 

CDCDCDCDCDOUCD 

HH HH H 

i i i i i i i i 

ftftftftftftftft 

PiPiPiPiPiPiPiPi 
i i i i i i i i 
ininini/iinininin 

rHi— liHi— IrHr— lrH«— I 
G0C0CO0O0O0O0O0O 
PPPPPPPP 



WO 03/027246 



PCT/US02/30412 



o 
55 



2 141/163 



H 

O 
M 

CO 

W 
Q 

PS H 00 h ro H«jr0O00NN(N H M in CM <Ti O LO rHOO 

fa rn t> ' ' • ID o • • ♦ <J> 

O'^rCNOCSrH •COOCNVOOJ^J'rOrH • i-t rH O • M O Ifl H H (N • o o o 

H I HHriHH(NHHriHHHHrlO\HHHfl\HHHHHH0OHHH00 

p ' 

*3 I rHrHtHiH»HVOiHrHrHiHrHrHrHrHi^rHTHiHt-lrHTHOi-lfHiHrHrHrHi-4i-l 

fa 

H I f-4rHHrHiHrHrHiHiHr-IHiHt~4HrHiHi-liHHiHr-tiHiHiHtH«HrHiHi-lrH 



& CJ^^^lnm^^(^l^D^o(^rl^Hc^^loooHlnc^^H<^nu)lnc^^ooH 

id 

4J I ^C^r0010JiHOIrOtHOOqOl«-4CN^03CNfHrHrHfNJOOrHOOiHOO»H 

H I i— I i— I i— I t— I rH i— I rH i-H i— I f— I t— 1 t— I rH rHrHrHi— frH»— IrHi-Hi— ti— IrHrHr-li^rHrHiH 




53 cj 

W CO 

ft >H 

pa ix< 

> co 

CO CO 



fa 

O co H 

CO OS CO 
J CD CD 

<y\< o 
is ps ps 
fa cd pq 
w oio 

J P CD 
!3 J J 

a co o 



CO > 

<C co 

h3 CO 

U Q 

CO J 

>-< CO 

fa > 

H & 

CO ft 

CD PS 

CD pq 

co as 

J Q 

»-q »-q 

CO PS 



Pi 
CJ 
PS 

PQ 

IS 

S 

O 

B 

CD 
co 
> 
►h* 
PS co 

a < 
cd >J 
w u 

& CO Pi 

a >h cd 

CD fa is 

ps co < 

Q CO O 

& cd cd 
oo !^ 

H CO O 

fa CD O 

CD CD fa 

CD fa CU 

A > 

J • 

co cd 
cd a: 
cd 

CJ >H 

CO CO 

> 



OS 

cj 



PS 
a 

OS 

> 

as 
co 

CD OS 

as u 
§ as 

ft pq 

o :s 

<C ft 

p ci 
cd PS 



cd 
cd 

u 



fa PS CO 



CO 
CO 



rq 



CD CD 

o 

CO 

PS 
Eh 

PS 
Q 

IS 



fa 

H 
CO 

o 

Q CD 
fa CO 
P CD 

o cd 

IS H 



H 
►-q 

1 

CJ 

CO 
fa 



Q 
PS 

ft 

Eh 

CD 
Eh 

CO 



co CD 

CO h3 

CD U 

CD CO 
CO 

CD fa 

ft H 

PS CO 

< CD 
Ol PS 



PS 








PS 


PS 


PS 






PS 


















CJ 








CD 


CD 


CJ 






CJ 


PS 
















o 








PS 


O 


ft 






ft 


u 
















PQ 








pq 


pq 


pq 






&q 


PS 


























IS 




PS 




IS 


pq 


























H 


% 


CJ 


PS 


15 


















o 








CD 


O 




CD 


CJ 


CD 


co 
















PS 








CO 


PS 


si 


pq 


< 


PS 


CD 










PS 






53 






PS 










> 


CD 


Pi 










CO 






CO 






u 


ft 




ft 


ft 


CO 


ft 


pq 










CD 






O 






PS 


pq 


O 




CD 


ft 


O 


ft 










pq 












pq 


O 


ft 


ft 


PS 


CD 


PS 












S 






Eh 






& 


Eh 


Eh 


< 


Q 


o 


E- 


ft 










< 






CD 






ft 


CD 


CD 


CD 


ft 


55 


CD 


Eh 










CD 




PS 


125 






8 


CO 


ffi 


H 


« 


O 


H 


CD 






OS 




OS 




CJ 


rH 












2 


Eh 


cq 




CD 






CJ 


H 


CJ 




PS 




PS 






l-q 


l-H* 




ft 


Eh 




J 






CO 


CJ 


CD 




pq 


CO 






5 




CO 


CD 


CO 


CO 


i-q 






CD 


PS 


o 




& 


< 


cj 




pq 






< 


H 


CD 


CO 


CO 




PS 


IS 


pq 


ft 




ft 




PS 


PS 


ft 


J 


M 






Eh 


J 


< 




CJ 


ft 


-q 


ft 




CD 


CJ 


pq 


U 


Eh 


CD 


CJ 


CJ 






u 


M 


PS 


PS 


CD 


ft 


CD 


PS 


PS 


CO 


IS 


PS 


3: 




CQ 


CO 


CO 


h3 


CO 


CJ 


CJ 


fa 


PS 


CD 


Eh 


CJ 


55 


X 


ft 


pq 


H 




>H 




< 


CO 




CO 


PS 


CD 




PS 




PS 


ft 


fa 


CD 


is 


i-3 


fa 


fa 


fa 




CD 


fa 




>* 


ft 


ft 


CD 


J 


> 


Ol 


H 


CD 


ft 


rq 


Eh 


Eh 


CO 


CJ 


^ 




fa 


ft 


CD 


o 


ft 


CO 


PS 


ft 


CO 


CO 


CD 


CO 


CO 


CO 


CO 


CO 


CJ 


CO 




feci 


PS 


ft 


O 


«5 


ft 


Eh 


CD 


ft 


PS 


a 


CD 


CD 


CD 




CO 


CD 


CO 


1 




ft 


ft 




CD 


CD 


CD 






CD 


CD 


CD 


fa 




CD 


CD 






CD 


ft 


u 


PS 




CO 




ft 


cj 


CO 


CO 


CO 


Eh 


fa 


CO 


CD 


CD 


O 


PS 


CD 


co 


CD 


►H 1 


CD 


s 




w 


CD 


CD 


CD 


CO 


Eh 


CD 


CO 


53 


ft 


2 






ft 




CD 


CD 


ft 




CD 


CD 


CD 


CD 


CO 


CD 


CD 


i~q 


H 


•-q 




fa 


O 


CO 


CO 


H 


Eh 


fa 


CO 


CO 


CO 


CD 


CD 


CO 


CO 




CD 


CO 


►A* 


CO 


CO 


< 


rq 




o 


Eh 


ft 


^ 


►h" 


CO 


CD 






CO 


< 


< 




CO 


Eh 


t-q 


CJ 






CO 


CO 


PS 


CO 


CD 


CO 


CD 


CD 






»-q 


< 


CD 


CD 


CJ 


O 


CO 




CD 


cd 


CD 


CD 


CD 


CD 


CD 


CD 


»-q 


nq 


a 


»-q 


CD 


Eh 


CO 


PS 


2 


j 


CD 


PS 


PS 


PS 


CO 


CD 


PS 


OS 


a 




CO 


a 


CO 


nq 


>• 


o 


►J 


CO 


CO 


CD 


CD 


CD 


(-3 


CO 


CD 


CD 


CO 


< 




CO 


CD 


>~q 


fa 


< 


u 




CD 


CO 


CO 


CO 


PS 


»-3 


CO 


CO 




.-q 


fa 




CD 


CO 


H 


M 


CO 


l-q 




M 


CD 




CD 




H 


M 


fa 


CJ 


Eh 


fa 


CO 


< 


CO 


pq 




CD 


S 


pq 


pq 


pq 


PS 


CD 


pq 


CD 


CO 


CO 


CO 


< 


i-q 


►-q 


CD 


CJ 


fa 


CO 


h3 


CO 


PS 


M 


CD 


PS 


PS 


CD 


CO 




CD 


CO 


O 


o 


CD 


CD 


H 




fa 




IS 


3= 


CO 






CD 


CD 


fa 


CD 


o 


PS 


CO 


CO 




CO 


fa 


O 




Eh 


Eh 






<! 




CD 


H 


CO 


CD 


h3 


>* 


CD 


Ol CD 


CO 


PS 


CD 


IS 




< 


M 




IS 


CO 


CO 


CD 


CO 


CO 


fa 


CD 




CO 


3 


CO 




ft 




CD 


pq 


O 


Q 


CD 




i~q 


CD 


a 


Eh 


< 




CO 




CO 




PS 




PS 


CO 


PS 


PS 


PS 


g 


2 


PS 


PS 


CO 


CO 


pq 


Q 




M 




W 


CD 


fa 


pq 


pq 


pq 


Q 


Ol w 


pq 


fa 


CD 


pq 


Of 


O 




pq 




pq 


Ol O 


O 


pq 


O 


Ol ft 


J 


O 


o a 


O 


cq 


£3 


O 


Q 


P 


Q 




W 


Q 


pq 




a 


a 




p 


CO 


a 


> 




> 


PS 


O 


S 




»-q 


PS 


> 








g 


2 


o 


^q 




Ol IS 


PS 


IS 


IS 


3£ 


CO 




S 


CD 


S 


CD 


IS 


PS 


IS 


CO 


2 



< 

CD 

CD 



PS 
fa 
CD 
H 

CO 
> 

ft 

PS 

i 

vo 

1 

m 

rH 

oo 
Q 



o 

rH 



P Q 



d 
o 

rH 
CJ 



«3< ^ 



PS 

fa 

CD 

M 
I 

\£> 
ft 

os 

*h tn 

W rH 
<L> 00 

Q P 



PS PS 

fa fa 

CD CD 

M M 

I I 

VD VO 

ft ft 

OS PS 

I I 

VP VD 

I I 

in in 



rH CD 

P W 

i t 

i i 

fa fa 

cd a 

rH rH 

l 1 

u> VO 

ft ft 

OS OS 

i i 

vo vo 

t I 

in in 



c\ in 

pq P 

i t 

i i 

PS PS 

fa fa 

CD CD 

M rH 
i i 

VO VO 

ft ft 

PS OS 
i i 

VO <D 
I I 

in in 



vo 

CJ pq 

i i 

i i 

PS PS 

fa fa 

CD CD 

rH rH 

I I 

VO VO 

ft ft 

OS PS 

I I 

vo vo 

i i 

in in 



Ol <N 

rH in i-H 

W PI K 

i i t 

^ ^j* ^ 

PS PS PS 

fa fa fa 

CD CD CD 

l-H hH M 

I I I 

vo vo vo 

ft ft ft 

OS OS PS 

i i i 

vo vo vo 

in in in 



CO OO OO 00 GO 00 
P P Q P P Q 



00 CO 00 00 GO 

p p P p p 



l> vo 

P pq 

I I 

& PS 

fa fa 

0 a 

M rH 

1 l 

vo vo 

ft ft 

OS PS 

i i 

vo vo 

I I 

in in 

rH iH 

CO CO 

Q P 



o 

i-H co m 

W P U 

i i i 

^ ^ 

i i i 

PS PS PS 

fa fa fa 

CD CD CD 

M M M 

• t I 

VO VO VO 

ft ft ft 

PS OS PS 

i i i 

vo vo vo 

I I I 

in in in 

CO CO CO 

p p p 



vo in 

W fa < 

> i i 

^ ^ ^ 

i i i 

PS PS PS 

fa fa fa 

CD CD CD 

M M M 

I I I 

VO VO VO 

ft ft ft 

OS PS PS 

i i i 

vo vo vo 

in m in 



CO i-H 

pq fa 

i i 

^ "tf 
i i 

OS PS 

fa fa 

CD CD 

i i 

vo vo 

ft ft 

OS PS 

I E 

VO vo 
I I 

m m 



CO GO CO CO CO 

Q P P P P 



fa CJ 

i i 

i i 

PS PS 

fa fa 

CD CD 

M rH 

I I 

vo vo 

ft ft 

PS PS 

i i 

vo vo 

in in 

rH rH 

GO CO 

P P 



(M rH 

h in h 

P CJ CJ 

i i i 

^* ^ ^ 

i i i 

PS PS PS 

fa ft ft 

CD CD CD 

M M >-h 

i i i 

vo vo vo 

ft ft ft 

PS PS PS 

vo vo vo 

in in in 

rH rH rH 

GO GO CO 

P P P 



I 



VO fN C\ 

fa CJ fa 

i i \ 

i i 

PS PS PS 

fa fa fa 

CD CD CD 
n 

* i i 

VO VD VO 

ft ft ft 

PS PS PS 

I I I 

vo vo vo 

I I I 

in in in 

rH rH i-H 

CO 00 CO 

P Q P 



WO 03/027246 



PCT/US02/30412 



§ . 

Q 

H 

O 
H 

M 142/163 



as 



S 



ft 



5 

ft 

3 

g 

a* 

< 

ft 
< 

cd 

Eh 

a 

Eh 

& £ 

<D Eh 

to co 



I 
I 



0) 

cj 

0) 



© i 

O rH 
iH CO 



ro 


CN 




CO 


CN 


in 




■ 


• 




* 


* 


* 


in 


o 


o 


• 


CM 


o 


i-H 




i— i 


rH 




rH 


rH 


rH 


CA 


m 


ro 




o 


(N 


i-H 


ro 


O 


CT> 


00 


VD 


vo 


in 


0\ 


ro 


CN 


CN 


CN 


CN 


CN 


rH 


rH 


rH 


rH 


rH 


rH 


rH 


rH 




CT\ 


LO 










CN 


• 




o\ 


O 


* 


in 


* 


I— 1 


O 












i— 1 


i-H 


CO 


CO 


H 




ft 








ft 


ft 




CJ 








CJ 


CJ 




ft 










ft 












> 


W 




r 

IS 








3 


3 














< 




CD 


ft 






CD 


CD 




ft 


u 






ft 


ft 






cd 








s 




ft 


Q 






ft 


CO 






cd 






o 




ft 










ft 


ft 


CJ 


H 


cd 






I-H 


Eh 




CD 


ft 






CD 


CD 


ft 


H 








H 


Eh 




t-H" 


ft 










ft 




0 






J 


J 






ft 






CO 


CO 


ft 


9 


Eh 








P 






o 








>A 


g 


u 


ft 






u 


CJ 




co 


J 






CO 


CO 


< 










rH 


>< 


H 


1X4 


CO 




ft 


ft 


ft 


CD 


o 


< 




CJ 


Eh 


Eh 


Eh 


co 




Pi 


ft 


CO 


CO 




CD 


CJ 


CJ 


w 


CD 


CD 




CD 


CO 






CD 


CD 


CO 


co 


>H 


ft 


ft 


CO 


CO 


*s 


a 


ft 




o 


O 


CD 




cd 


Eh 




ft 


CD 


a 


CJ 


CO 


CO 


cj 




CO 


ft 


CO 




CD 


ft 




*a 


< 


>* 


ft 


CD 


55 


o 


CO 


ft 


ft 


CD 


CO 


ft 


ft 


CD 


a 


Eh 


ft 


cd 




Eh 


i-h" 


ft 


CO 


cd 


CD 


3 


CD 


CD 


a 


CD 


> 


CO 


H 


H 


CO 


CO 


CD 


*— 1 


> 


CD 


_q 


H 


& 


CO 




cj 


CO 




ft 


H 




CO 


CD 


> 


CO 


cd 


CD 


o 


oi a 




< 




CD 


CO 




CD 


co 








ft 




ft 


«♦ 


CJ 


CD 




CD 


I 


CJ 




CO 










Eh 


cj 


>* 


3 








CD 


CO 


ft 


W 


W 




o 


ft 


CO 


Eh 


OI o 




w 


CD 


ft 


CO 


CD 






CO 




CO 


CD 


ft 


g 


< 


o 


3 


CO 


& 


ft 


OI 


CD 




rH 












CN 


i-H 


CD 


m 


in 




rH 


Q 
i 


H 




ft 
i 


1 


Q 

i 


ft 

1 






1 










ft 


a! 


ft 


ft 


ft 


i 

ft 


1 

ft 


ft 


ft 


ft 


ft 


ft 


ft 


ft 


cd 


a 


o 


O 


o 


a 


CD 


M 


H 


M 

1 


M 


I-H 


M 


H 


VO 


1 

10 


VO 


vo 


1 

VO 


1 

vo 


VO 


a, 


ft 


ft 


ft 


ft 


ft 


ft 


ft 

i 


Pi 

i 


ft 

1 


ft 

i 


ft 

1 


ft 

i 


ft 

1 


vo 
i 


VO 
i 


VO 
i 


VO 
i 


1 


VO 


vo 

i 


in 


IT) 


in 


m 


in 


in 


in 


rH 


H 


rH 


rH 


rH 


rH 


rH 


CO 


00 


00 


CO 


00 


00 


ao 


Q 


a 


p 


Q 


Q 


a 


a 



^ in m 



in 



ro 



in r- ro co o 



8 



CD a 
Q co 



8 



CJ CD 





CO 


o 


CO 


ro 


CN 


CO 




vo 


co 






CN 


o 




CA 


in 


CO 








o 


i-H 


O 


H 














o 


ro 


in 


in 


o 


o 












rH 




CO 


r* 


vo 


VO 


CO 












* 






vo 


CO 


VO 
















CO 




VO 




in 






ft 






ft 






CJ 






CJ 






CD 












ft 






W 






52 






3 






<c 






ft 






CD 






CD 






ft 






ft 


















ft 






ft 












ft 






ft 






ft 






Eh 






CO 






CD 






ft 






Eh 

a 






CD 

^ 












CO 












CO 














e 




CJ 


ft 




u 


ft 




CO 


CJ 


ft 


CO 


Q 


ft 




ft 


U 


>H 




CJ 


ft 


ft 


ft 


ft 


ft 








w 


CD 


o 


ft 


CO 






CO 


ft 


s 


CD 


O 


CO 


CD 




CD 


CD 


ft 


S3 


CD 




CD 


CO 




ft 


CO 


o 


ft 


CD 


ft 


>- 


CD 


CD 




CD 


o < 


CD 


H 




CO 


ft 


o 


CO 


CO 


O 


J 


CD 


ft 


J 


CO 


ft 




CD 


H 


CD 


I-H 1 




CD 


< 


CD 


CD 


i-3 


CD 


CD 




H 


ft 


CO 


H 


ft 




»J 


CD 


CO 




CO 


CO 




> 






ft 




CO 


l-H 


o 


> 


w 




< 


W 


CO 


CD 


CO 


o 




CD 


>< 




CO 


CO 


CJ 


CD 


ft 


CJ 


^1 




CO 


a 


H 


CO 


CD 


ft 


>H 


3 


CO 


>h 


CD 


Eh 


ft 


ft 


CD 


ft 


ft 


CO 


CO 


ft 


Q 


H 


W 


o 


CO 


H 


ft 


CO 


o 


CD 




a 


Q 


CD 


OMco 


8 


CD 




CD 


5 


CD 






OI co 






OI 2= 



^ CO 

< W 

i i 

i i 

ft ft 

ft ft 

CD CD 

H H 

I i 

VO VO 

ft ft 

I I 

V0 VO 

I i 

m m 



CN 



ft 
i 

i 



CN 

r~iHVOrHrHCNrH^ 

ffia<CDCJK<X! 

I I I I I I I I 






ftftftftftftftftftft 

[LiCz^ftftftftftftftft 

CDCDOCDCDCDCDOOCD 



> i > 

VO VO VO 

ft ft ft 

ft ft ft 

I I I 

VD VO VO 

I I I 

m m in 

rH rH rH 

CO CO CO 

Q Q Q 



VO VO VO 

ft ft ft 

ft ft ft 

I I I 

vo vo vo 

in in in 

rH rH rH 

CO CO CO 

q a a 



I I I I 

VO vo vo vo 

ft ft ft ft 

ft ft ft ft 

I I t I 

V0 VO VO VO 

lilt 

in in in in 

rH rH rH H 

CO CO CO CO 

a a a o 



QQ 

CO 

* 



WO 03/027246 



PCT/US02/30412 



1.0 



143/163 



o 



Agonist Assay 
J MiaPaCa 



o 



0.8 - 



Q 
O 

c 
o 

2 0.6 - 



0.4 



T 



' i 



-12 



11 -10 -9 -8 -7 -6 

Log [IGF-1] (M) 



-5 



FIG. 65A 



1.0 



Agonist Assay 
MiaPaCa 



0.8 - 



2 
S 

J— 

Ql 

"53 
O 



0.6 - 



0.4 



— p- 
-5 



-12 -11 



-10 -9 -8 -7 -6 

Log [IGF-2] (M) 

FIG. 65B 



-4 



WO 03/027246 



PCT/US02/30412 



1.0 



o 



Agonist Assay 
MiaPaCa 



0.8 - 



Q 

O 

c 
o 

2 0.6 - 



144/163 



<D 
O 



0.4 



i 1 ' 



-12 -11 -10 -9 -8 -7 -6 

Log [Insulin] (M) 

FIG. 65C 



-5 



1.0 



o 



Agonist Assay 
J MCF-7 



0.8 - 



Q 
O 

o 

.0) 



2 0.6 - 



a> 



0.4 



■ I ■ 1 ' 



1 ■ 1 



-12 -11 -10 -9 -8 -7 -6 -5 -4 

Log [IGF-1] (M) 



FIG. 65D 



WO 03/027246 



PCT/US02/30412 



1.0 -r 



145/163 



Agonist Assay 
MCF-7 



0.8 - 



5 

Q 

o 

c 
o 

1 0.6 -I 



• W 



O 



0.4 



I ' I 



I ' I 



-12 -11 -10 -9 -8 -7 -6 -5 

Log [IGF-2] (M) 

FIG. 65E 



1.0 



o 



Agonist Assay 
MCF-7 



0.8 - 



o 

o 

TO 

2 0.6 - 



O 



0.4 



—I 1— |— i— r— i 1 1 | 1 | 1 1 — 

12 -11 -10 -9 -8 -7 -6 



— I ' I 

-5 -4 



Log [Insulin] (M) 

FIG. 65F 



WO 03/027246 



PCT/US02/30412 



146/163 



100- 




CO 

O 




CO 




Log [RP33] (M) 
FIG. 66A 



o 

CO "o 

15 



CD 

O 



100 



80 - 



60 



40 - 



20 - 



0 J 



Antagonist Assay 
MiaPaCa • 



i ' i » i ■ 

12 -11 -10 -9 



T ' 




-4 



Log [RP33] (M) 
FIG. 66B 



WO 03/027246 



PCT/US02/30412 



147/163 



CO o 
CD ^" 

o 



100 - 



80 - 



& c 60 - 



40 - 



20 - 



0 J 



Antagonist Assay 
MCF-7 



-12 -11 -10 -9 -8 -7 -6 -5 



Log [RP33] (M) 

FIG. 66C 



WO 03/027246 PCT/US02/30412 



148/163 

12345 12345 




FIG. 67A FIG. 67B 



12345678 12345678 




FIG. 68A FIG. 68B 



12345678 12345678 




FIG. 69A 



FIG. 69B 



WO 03/027246 



PCT/US02/30412 



149/163 




-12 -11 -10 -9 -8 -7 -6 -5 -4 



Log [RP54] (M) 
FIG. 70A 




-12 -11 -10 -9 -8 -7 -6 -5 -4 

Log [RP54] (M) 
FIG. 70B 



WO 03/027246 



PCT/US02/30412 



150/163 



2 o 

CD i= 



o 



100 - 



80 - 



60 - 



40 - 



20 - 



0 



Antagonist Assay 
MCF-7 



i 1 i ■ i ' i ' i ■ i i i » i ■ i 

-12 -11 -10 -9 -8 -7 -6 -5 -4 



Log [RP52] (M) 



FIG. 70C 



WO 03/027246 



PCT/US02/30412 



151/163 



CD 



CO 
O 



O 

Q. 

CO 



RP-60 
100 HDGI-0230139 

80 -I 



^ 60 - 



40 - 



20 - 



i 1 ' 



-12 -11 -10 -9 



I i I ■ I i 

8 -7 -6 -5 -4 



Log [RP-60] (M) 

FIG. 71A 



o 

CD 
CL 

CO 



100 -i 



80 - 



GO 

" 60 H 



40 - 



20 - 



0 



RP-48 
DGI-0230105 



1 1 1 1 1 1 1 i • 1 1 1 ^ i 

-12 -11 -10 -9 -8 -7 -6 -5 -4 



Log [RP-48] (M) 



FIG. 71B 



WO 03/027246 



PCT/US02/30412 



152/163 



CD 

o 
o 

CD 



CO 



100 




Log [G33] (M) 
FIG. 71C 



o 

Q. 

CO 



100 - 



80 - 



S 60 J 



40 - 



20 - 



0 



C1 

DGI-0230239 



• i • 1 • \ t i 1 1 i — 

-12 -11 -10 -9 -8 -7 -6 -5 -4 



Log [C1](M) 
FIG. 71D 



WO 03/027246 



PCT/US02/30412 



153/163 



CD 

O 

o 
a> 
a. 

CO 



100 - 




Log [L-RP9ex] (M) 

FIG. 71 E 



CD 



O 
<D 
Q. 

CO 



100 



80 ■ 



00 

£ 60 ^ 



40 - 



20 - 



0 



12-RP9ex 
DGI-0230194 



" ■ l T I 1 ' I ' I » 1 ■ I I I ■ 

-12 -11 -10 -9 -8 -7 -6 -5 -4 



Log [12-RP9ex] (M) 



FIG. 71 F 



WO 03/027246 



PCT/US02/30412 



154/163 




-12 -11 -10 -9 -8 -7 -6 -5 -4 

Log [rRP30-12-D112j (M) 

FIG. 72 A 




-12 -11 -10 -9 -8 -7 -6 -5 -4 



Log [rRP30-12-RP31] (M) 
FIG. 72B 



WO 03/027246 



155/163 



PCT/US02/30412 



rRP31-12-RP30 




-12 -11 -10 -9 -8 -7 -6 -5 -4 



Log [rRP31-12-RP30] (M) 

FIG. 72C 




Log [rD112-12-RP30] (M) 
FIG. 72D 



WO 03/027246 



156/163 



PCT/US02/30412 




-12 -11 -10 -9 -8 -7 -6 -5 -4 



Log [rD112-12-D112] (M) 
FIG. 72E 



WO 03/027246 



PCT/US02/30412 



Q 
O 



2 
<x> 



CD 

o 



1.0 



0.9 - 



0.8 - 



0.7 - 



0.6 - 



0.5 - 



0.4 - 



157/163 



0.3 



RP-60 
DGI-0230139 



■ i ' 



-12 -11 -10 



-9 



-8 



-7 



-6 



-5 



Log [RP-60] (M) 

FIG. 73A 



1.0 



o 



Q 
O 

c 
o 

.CD 



CD 

o 



0.9 - 



0.8 



0.7 - 



0.6 



0.5 ■ 



0.4 - 



RP-48 
DGI-0230105 



0.3 I 1 — i ■ i ■ i * i — ' i — i — i — i i i 
-12 -11 -10 -9 -8 -7 -6 -5 -4 



Log [RP-60] (M) 



FIG. 73B 



WO 03/027246 



PCT/US02/30412 



Q 
O 

o 

«*— • 

o 

Q. 

"55 
O 



o 



Q 
O 

o 
a3 



O 



1.0 



0.9 - 



0.8 - 



158/163 



- 



0.7 - 



0.6 - 



0.5 - 



0.4 - 



0.3 4 



G33 
DGI-0230241 



I ■ ! 



T ' 1 ■ > ' I 



-12 -11 -10 



-9 



-8 



-6 



-5 



Log [G33] (M) 

FIG. 73C 



1.0 
0.9 - 
0.8 - 
0.7 
0.6 
0.5 
0.4 



0.3 



L-RP9ex 
DGI-0230220 




. ■ , ■ i i i » 1 i i i i i 

-12 -11 -10 -9 -8 -7 -6 -5 -4 



Log [L-RP9ex] (M) 



FIG. 73D 



WO 03/027246 



PCT/US02/30412 



o 

3 



Q 
O 

o 
a3 



<x> 
O 



159/163 



1.0 

0.9 J 



RP30-12-D112 



0.8 - 
0.7 - 
0.6 - 
0.5 - 
0.4 - 



0.3 



DGI-0230259 



-12 -11 



1 > 1 ' 1— 

-10 -9 -8 



—I — 

-7 



-6 



— 1 1 

-5 -4 



Log [RP30-12-D1 12] (M) 
FIG. 74A 



o 

5 



CD 

o 



1.0 



0.9 - 



Q 
O 

d 
o 

£ 0.6 H 



0.8 - 



0.7 - 



0.5 - 



0.4 - 



0.3 



RP30-12-RP31 
DGI-0230265 



-12 -11 -10 -9 



-8 



-7 



T 1 1 1 

6 -5 -4 



Log [RP30-12-RP31] (M) 

FIG. 74B 



WO 03/027246 



PCT/US02/30412 



o 



Q 

O 

c 
o 

■ MUM 

0) 



160/163 



1.0 
0.9 
0.8 H 
0.7 
0.6 - 

- 

0.5 - 
0.4 - 



0.3 



RP31-12-RP30 
DGI-0230276 



' i i i i 



-12 -11 -10 



— ! 1 1 1 t— — i r- 

-9 -8 -7 -6 



-5 



Log [RP31-12-RP30] (M) 



FIG. 74C 



1.0 




O 0.4 - 



-12 -11 -10 -9 -8 -7 -6 -5 -4 



Log [D112-12-RP30] (M) 
FIG. 74D 



WO 03/027246 



PCT/US02/30412 



o 

5 



Q 
O 

o 
a3 



O 



1.0 



161/163 



0.9 - 



0.8 - 



0.7 - 



0.6 - 



0.5 ■ 

■ 

0.4 - 



0.3 -I 



RP6-L-D8B12 
DGI-0230233 



» i » i » i » i » 



■ i 



-12 -11 -10 -9 



-8 



-7 



-6 



-5 



-4 



Log [RP6-L-D8B12] (M) 
FIG. 74E 



o 



8 

o 
q3 



CD 

o 



1.0 



I 



0.9 - 



P8B12-12-RP9 
DGI-0230219 



0.8 - 



0.7 



0.6 - 



0.5 - 



0.4 - 



0.3 




1 1 i i i | i 1 — 

-12 -11 -10 -9 -8 



-7 



-6 



-5 



Log [D8B12-12-RP9] (M) 
FIG. 74F 



WO 03/027246 



PCT/US02/30412 



5 



Q 
O 

c 
o 

CO 

ci5 



1.0 



0.9 - 



0.8 - 



0.7 - 



0.6 - 



162/163 



D112-12-D112 
DGI-0230267 



O 



0.5 - 



0.4 - 



0.3 



-12 -11 -10 



—I i t 

-9 -8 



— |— 

-7 



— r— 

-6 



-5 



Log [D112-12-D112] (M) 



FIG. 74G 




Log [RP9-12-RP9] (M) 

FIG. 74H 



WO 03/027246 



PCT/US02/30412 



Q 
O 

o 

TO 

a5 



o 



(D 

o 



1.0 



163/163', 



0.9 - 



0.8 - 



0.7 - 



0.6 



0.5 - 



0.4 - 



0.3 



RP9-L-RP6 
DGI-0230230 




i > 



-12 -11 -10 -9 -8 



-7 



-6 



-5 



Log [RP9-L-RP6] (M) 

FIG. 74I 



